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Mutations in SEC24D, Encoding a Component
of the COPII Machinery, Cause a Syndromic Form
of Osteogenesis Imperfecta

Lutz Garbes,1,2,3,14 Kyungho Kim,4,14 Angelika Rieß,5,14 Heike Hoyer-Kuhn,6 Filippo Beleggia,1,2,7

Andrea Bevot,8 Mi Jeong Kim,9 Yang Hoon Huh,9 Hee-Seok Kweon,9 Ravi Savarirayan,10 David Amor,10

Purvi M. Kakadia,11 Tobias Lindig,12 Karl Oliver Kagan,13 Jutta Becker,1 Simeon A. Boyadjiev,4

Bernd Wollnik,1,2,7 Oliver Semler,6 Stefan K. Bohlander,11 Jinoh Kim,4,* and Christian Netzer1,*

As a result of a whole-exome sequencing study, we report three mutant alleles in SEC24D, a gene encoding a component of the COPII

complex involved in protein export from the ER: the truncating mutation c.613C>T (p.Gln205*) and the missense mutations

c.3044C>T (p.Ser1015Phe, located in a cargo-binding pocket) and c.2933A>C (p.Gln978Pro, located in the gelsolin-like domain). Three

individuals from two families affected by a similar skeletal phenotype were each compound heterozygous for two of thesemutant alleles,

with c.3044C>T being embedded in a 14Mb founder haplotype shared by all three. The affected individuals were a 7-year-old boy with a

phenotype most closely resembling Cole-Carpenter syndrome and two fetuses initially suspected to have a severe type of osteogenesis

imperfecta. All three displayed a severely disturbed ossification of the skull andmultiple fractures with prenatal onset. The 7-year-old boy

had short stature and craniofacial malformations including macrocephaly, midface hypoplasia, micrognathia, frontal bossing, and

down-slanting palpebral fissures. Electron and immunofluorescence microscopy of skin fibroblasts of this individual revealed that ER

export of procollagen was inefficient and that ER tubules were dilated, faithfully reproducing the cellular phenotype of individuals

with cranio-lentico-sutural dysplasia (CLSD). CLSD is caused by SEC23A mutations and displays a largely overlapping craniofacial

phenotype, but it is not characterized by generalized bone fragility and presented with cataracts in the original family described.

The cellular and morphological phenotypes we report are in concordance with the phenotypes described for the Sec24d-deficient fish

mutants vbi (medaka) and bulldog (zebrafish).
Osteogenesis imperfecta (OI, types I to XV [MIM 166200,

166210, 259420, 166220, 610967, 613982, 610682,

610915, 259440, 613848, 610968, 613849, 614856,

615066, and 615220]) is a heterogeneous group of disor-

ders associated with reduced bone mass, increased bone

fragility, bone deformity, and growth deficiency. Up to

90% of individuals with a classical OI phenotype have het-

erozygosity for mutations in the genes COL1A1 (MIM

120150) or COL1A2 (MIM 120160).1 These genes encode

for the two pro-alpha chains of type I collagen, which co-

translationally translocate into the lumen of the endo-

plasmic reticulum (ER). Within the ER, several molecular

chaperons and enzymes are required for post-translational

procollagen folding and modification.2,3 The majority of

the 11 genes in which mutations have been identified in

autosomal-recessive types of OI encode for proteins with

a role in these processes.4–6 Procollagen export from the

ER occurs via membrane-bound vesicles or carriers that

are generated by a set of cytoplasmic coat proteins called

the COPII complex.7,8
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Several rare syndromes have been described that clini-

cally overlap with OI but display additional symptoms.

Two well-known examples are Bruck syndrome (MIM

259450 and 609220), previously known as ‘‘OI with

congenital joint contractures,’’9 and osteoporosis-pseudo-

glioma syndrome (MIM 603506), first described as ‘‘ocular

form of OI.’’10,11 In 1986, Cole and Carpenter described

two infants with bone deformities and multiple fractures

reminiscent of OI who also had ocular proptosis with

orbital craniosynostosis, hydrocephalus, and distinctive

facial features (MIM 112240).12 A biochemical collagen

analysis was performed in one of these infants and showed

normal results. Subsequently, four additional individuals

with Cole-Carpenter syndrome have been described in

the literature.13–16 Themolecular cause andmode of inher-

itance are unknown.

At the Tübingen University Hospital, we have treated a

boy with a syndromic form of OI that we clinically classi-

fied as Cole-Carpenter syndrome, based on the history of

multiple pre- and postnatal fractures and the presence of
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Figure 1. Photographs and CT Scans of
the Affected Individual from Family 1
(A) Affected individual from family 1 at the
age of 7 years. Note facial dysmorphism
with down-slanting palpebral fissures, hy-
pertelorism, dysplastic right ear, and pec-
tus excavatus.
(B) Lateral view. Note mid-face hypoplasia,
micrognathia, frontal bossing, and
dysplastic right ear.
(C) Three-dimensional CT scan of the cra-
nium at the age of 14 months. Note wide
sagittal suture with a broad ossification
defect fronto-parietal apical. Suturametop-
ica is displaced to the bottom, as indicated
by surrounding wormian bones. Coronal
sutures, lambda sutures, and temporal su-
tures appear narrow and with premature
ossification pattern without clear synos-
tosis, but with multiple wormian bones
enclosed.
(D) Lateral view of a cranial CT scan taken
at age 4 years and 4 months, with multiple
wormian bones highlighted in different
colors. Note an intraparietal suture on the
left side (described as unilateral intraparie-
tal suture30). The large ossification defect
fronto-parietal apical persisted. The sphe-
noid wings appear with an increased den-
sity and with multiple erosions.
distinct craniofacial malformations. The detailed clinical

history of this individual is summarized in the Supple-

mental Data. When he was 7 years old, we recruited the

boy and his unaffected parents (family 1) for a research

project on OI to identify the underlying molecular mecha-

nism. The study was approved by the Ethics Committee of

the LMU Munich, and written informed consent was ob-

tained from the affected individuals’ parents for molecular

genetics studies. At this age, the boy had moderately re-

duced bone mineral density (�2.0 SD in a DXA whole-

body measurement, Table S1). He had been treated with a

total of 23 cycles of intravenous bisphophonates. He dis-

played macrocephaly (head circumference > 97th percen-

tile) with postnatal onset and short stature, and had normal

mobility, intelligence, and hearing. His facial features were

highly reminiscent of Cole-Carpenter syndrome (Figures

1A and 1B; see Figure S1 for comparison of the facial fea-

tures with those of the individuals originally described by

Cole and Carpenter). The most salient clinical symptom

was a large fronto-parietal apical ossification defect of the

skull (Figure 1C), which made it necessary for the child to

wear a helmet during physical activities. Cranial CT scans

that had been taken at the ages of 1 year and 4 years also

documented dilated ventricles, multiple wormian bones

(Figure 1D), and narrow coronal, lambda, and temporal su-
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tures with a premature ossification

pattern. Upon recruitment to our

research project, the boy was assessed

in the specialized unit for OI at the

Children’s Hospital of the University
of Cologne by the in-house standard protocol. The clinical

findings are summarized in Table S1. Mutations in the

genes COL1A1 and COL1A2 as well as in eight other genes

associatedwithOI or increased bone fragility were excluded

by Sanger sequencing of genomic DNA (see Table S2 for de-

tails). Bone mineral density of the parents measured by

DXA and peripheral quantitative computertomography

was in the normal age-adjusted range.

We performed whole-exome sequencing (WES) of the

affected boy and his unaffected parents. Exonic and adja-

cent intronic regions were enriched from genomic DNA

derived from peripheral blood via the 50 MB SureSelect

All Exon V4 target enrichment kit from Agilent Technolo-

gies, and paired-end sequencing was performed on the Illu-

mina platform (Genome Analyzer IIx or HiSeq2000). The

mean on-target coverage was 52 for the affected individual

from family 1 and for his father, and 54 for his mother. The

percentage of the WES target covered by at least 10 reads

was 87% for the affected individual and for his mother

and 86% for his father. Alignment against the GRCh37 hu-

man reference genome was performed with a Burrows-

Wheeler Aligner (BWA, v.0.6.2), PCR-duplicates marking

and removal with Picard (v.1.84), indel realignment, base

quality recalibration, and variant calling with the Genome

Analysis Toolkit (GATK, v.2.3-4), and annotation with
Genetics 96, 432–439, March 5, 2015 433



Figure 2. Validation of the SEC24D Mutations by Sanger Sequencing of Genomic DNA
Pedigrees of the two analyzed families and electropherograms of the respective SEC24D mutations in exons 5, 22, and 23 are shown. In
family 1, each parent carries one of the two mutations and the affected son (I-4) is compound heterozygous for the SEC24D mutations
c.613C>T (p.Gln205*) and c.3044C>T (p.Ser1015Phe). The healthy sister of the affected individual did not carry either of the two mu-
tations. Also in family 2, each parent is heterozygous carrier of one of the two SEC24Dmutations and both affected fetuses (II-3 and II-4)
are compound heterozygous for c.2933A>C (p.Gln978Pro) and c.3044C>T (p.Ser1015Phe). The healthy sister (II-5) is a heterozygous
carrier of only one of these mutations. The red arrows in the electropherograms indicate either the mutation or the respective position
in the wild-type sequence. In addition, for several family members the haplotype combination at the SEC24D locus is shown, and 15 of
the 166 consecutive good-quality SNPs used for reconstructing the 14 Mb disease haplotype are depicted. Note that individuals I-2, I-4,
and II-1 share the SEC24D mutation c.3044C>T and an identical haplotype between the SNPs rs6533681 and rs2255457. The dashed
line between I-2 and II-2 indicates that the mutation c.3044C>T is a founder mutation inherited from a distant common ancestor.
Annovar (v.2013_Feb21). The resulting variants were

filtered to exclude the following: (1) variants with a MAF

> 0.001 in dbSNP, in the Exome Variant Server, the 1000

Genomes Project, or in our in-house database and (2) var-

iants that were not predicted to affect protein sequence or

exon splicing.

Filtering the WES data for deleterious variants under an

autosomal-recessive disease model provided potentially

causative variants in five candidate genes (Table S3).

Among these, SEC24D (MIM 607186; RefSeq accession

number NM_014822.2) was a perfect candidate for several

reasons. First, SEC24D is a component of the COPII com-

plex involved in protein export from the ER. The COPII

complex is responsible for ER export of procollagen,

among many other secretory proteins.8,17 Second, muta-

tions in SEC23A (MIM 610511), encoding a binding part-

ner of SEC24D in the COPII complex, cause the auto-

somal-recessive disorder cranio-lenticulo-sutural dysplasia

(CLSD, also known as Boyadjiev-Jabs syndrome [MIM

607812]).18–20 CLSD is characterized by facial dysmor-
434 The American Journal of Human Genetics 96, 432–439, March 5
phism, cataracts, and skeletal defects. Intriguingly, large

skull ossification defects as observed in the affected indi-

vidual from family 1 are one of the hallmarks in CLSD,

and moreover, one of the seven individuals with CLSD

described in the literature displayed mild osteopenia as

an additional symptom.20 Third, the medaka mutant vbi,

caused by a sec24d nonsense mutation, is characterized

by short body length, OI, and craniofacial malforma-

tions—including an impaired ossification of the neurocra-

nium—due to defective collagen secretion into the extra-

cellular matrix.21 Thus, this animal model recapitulates

in detail the phenotype of the affected individual from

family 1 (of note, Sec24d-null mice are embryonic lethal

prior to skeletal development22).

Sanger sequencing confirmed compound heterozygosity

for a SEC24D nonsense mutation (c.613C>T [p.Gln205*])

and for a missense mutation (c.3044C>T [p.Ser1015Phe])

in the affected individual from family 1 (Figure 2). The

missense mutation affects a highly conserved amino acid

(Figure S2A), is absent on ~13,000 chromosomes from
, 2015



the Exome Variant Server (EVS), is not annotated in the

1000 Genomes project, is not listed in the ExAc Browser

of the Exome Aggregation Consortium, and is predicted

to be deleterious by the algorithms MutationTaster, Poly-

Phen-2, and SIFT. The parents were confirmed to be hetero-

zygous for the nonsense mutation (father) and for the

missense mutation (mother). In the non-affected sibling

of the affected boy, compound heterozygosity was ex-

cluded. Finding compound-heterozygousmutations rather

than a homozygous disease-causing mutation fitted the

fact that the father of the affected individual was of Greek

and his mother of Southern German descent.

At the time we recruited family 1, we also offered WES as

part of the same OI research project to a healthy German

couple who had chosen to terminate two pregnancies

with female fetuses suspected to be affected by a severe

type of OI. Written informed consent for molecular ge-

netics studies was obtained from both individuals. The

couple (family 2) was non-consanguineous and lived in

the same region in southwestern Germany as family 1. Mu-

tations in the genes COL1A1 and COL1A2 and in nine

other genes associated with OI or increased bone fragility

were excluded by Sanger sequencing of genomic DNA of

one of the fetuses (see Table S2 for details). Because there

was not enough high-quality fetal DNA available for WES

analyses in family 2, we performed WES on genomic

DNA from both parents and searched for deleterious het-

erozygous variants in the same gene in both parental

WES datasets, assuming an autosomal-recessive mode of

inheritance of the phenotype. The mean on-target co-

verage was 47 and 49, and the percentage of theWES target

covered by at least 10 reads was 93% and 94% for the

mother and for the father, respectively.

Filtering theWES datasets of family 2 (mother and father

of the affected fetuses) for heterozygous deleterious muta-

tions in the samegene resulted ina list of 17 candidate genes

(Table S4). Unexpectedly, SEC24D was among these can-

didates, with the father being heterozygous for the same

missense mutation c.3044C>T (p.Ser1015Phe) we had

identified in family 1. The mother was heterozygous for

the SEC24Dmissensemutation c.2933A>C (p.Gln978Pro).

This mutation also affects a highly conserved amino acid

(Figure S2B), is absent on ~13,000 chromosomes from the

Exome Variant Server (EVS), is not annotated in the 1000

Genomes project, is not listed in the ExAc Browser of the

Exome Aggregation Consortium, and is predicted to be

deleterious by the algorithms MutationTaster, PolyPhen-2,

and SIFT. Only one other gene appeared on the candidate

gene lists for both families 1 and 2: LMO7 (MIM 604362).

Sanger sequencing revealed that the affected fetuses had

discordant LMO7 genotypes, excluding this gene from the

list of candidates. Further analyses by Sanger sequencing

confirmed heterozygosity for the SEC24D mutations in

the parents and, most importantly, demonstrated that

both affected fetuses were compound heterozygous for

the SEC24D mutations c.3044C>T (p.Ser1015Phe) and

c.2933A>C (p.Gln978Pro). The healthy 10-year-old sister
The Ame
of the fetuses was a heterozygous carrier of only one of

the two mutations (Figure 2). Because the mother of the

affected boy of family 1 and the father of the fetuses of fam-

ily 2 both descended from families living in southwestern

Germany (central region of Baden-Württemberg), we hy-

pothesized that the mutation c.3044C>T (p.Ser1015Phe)

might be a founder mutation. To test this hypothesis, we

used SNP genotypes from the WES datasets to reconstruct

the haplotypes in which the mutations were embedded.

We identified a haplotype extending for 14 Mb, supported

by 166 consecutive good-quality SNPs between rs6533681

and rs2255457 (chr4: 114,309,589–128,554,154), which

was shared by the affected individual from family 1, by

his mother, and by the father of the affected fetuses from

family 2 (Figure 2). Hence, this haplotype analysis clearly

demonstrated that the mutation c.3044C>T (p.Ser1015-

Phe) is indeed a founder mutation, strongly suggesting

that it is disease causing in both families.

We collected more detailed clinical information on the

affected fetuses. Both had—in addition to multiple frac-

tures of the long bones and mildly bent extremities—a

thin, poorly ossified skull upon ultrasound analysis in

the 23rd and 20th week of gestation. In one of the fetuses,

an autopsy was performed and X-rays of the entire body

were taken (Figure S4). These analyses revealed that the ex-

tremities, the vertebrae, the base of the skull, and the facial

bones were almost regularly ossified, whereas the ossifica-

tion of the calvarium was strongly reduced and largely ab-

sent. The ribs were thin, and single fractures were noted,

but the thorax was not severely hypoplastic, suggesting

that the skeletal defects were non-lethal. Taken together,

these two fetuses not only shared one of the SEC24D

mutations with the affected individual from family 1, but

also the highly unusual clinical finding of a severe ossifica-

tion defect of the calvarium contrasted by a normal ossifi-

cation of the skull base and only mildly disturbed ossifica-

tion and shape of the rest of the skeleton. We concluded

that all three affected individuals from these two families

had the same skeletal disorder, and that the substitutions

p.Gln205*, p.Ser1015Phe (resulting from the founder mu-

tation), and p.Gln978Pro are disease causing.

To elucidate the underlying cellular pathogenesis, we

analyzed cultured skin fibroblasts from family 1 (affected

individual and both parents). Functional studies in indi-

viduals with the SEC23A-associated disorder CLSD had

noted inefficient ER export of type I procollagen.18,20

Thus, we expected that the SEC24D mutations block ER

export of type I procollagen, resulting in accumulation of

collagen in the ER in the cells of the affected individual.

To test whether the ER export of procollagen is altered,

we monitored the intracellular distribution of procollagen

by employing immunofluorescent labeling with anti-

bodies for a type I procollagen, COL1A1, and the ER

marker PDI. The cells of the affected individual retained

more procollagen in the ER than the control fibroblasts

with significant statistical difference (Figure 3). These

data indicate that ER export of procollagen is compromised
rican Journal of Human Genetics 96, 432–439, March 5, 2015 435
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Figure 3. Retention of Procollagen in
the ER
(A) Double immunofluorescent labeling of
control and the affected individual’s fibro-
blasts for type I procollagen and protein
disulfide isomerase (PDI), an ER marker.
Images were obtained by standard con-
focal microscopy.
(B) The number of cells with an indicated
overlap of procollagen with PDI was
shown. Standard deviations from three in-
dependent experiments are shown in pa-
rentheses.
(C) ImageJ was used to normalize fluores-
cent intensities of procollagen with those
of PDI from the images obtained via
confocal microscopy. Procollagen is re-
tained more in the fibroblasts of the
affected individual (light blue) than in
the control fibroblasts (gray) with statisti-
cal significance (Student’s t test, p ¼
0.0001, n ¼ 467 cells for control fibroblast,
n ¼ 554 cells for the affected individual’s
fibroblasts).
in the fibroblasts of the affected individual. However, con-

ventional immunoblotting did not yield conclusive results

on cellular accumulation of procollagen (data not shown),

suggesting that there is no gross accumulation of procolla-

gen in the fibroblasts of the affected individual. Thus, we

conclude that ER export of procollagen is mildly defective

in these fibroblasts.

Depletion of COPII components causes ER retention

of cargo molecules, leading to dilation of ER cisternae. To

monitor an ER export defect, we measured the thickness of

ER cisternae via electron micrographs in a blinded analysis

setting (Figure 4). Because ER tubules range from about

100to150nminthickness in thevastmajorityof cells, those

that are thicker than 150 nm were defined as distended

(Figure 4E). Based on this criterion, about 18% of control,

22%ofmaternal, 13%ofpaternal, and63%of theER tubules

of the affected individual were dilated. A statistical analysis

confirmed that the ER tubules of the cells from the affected

individual were significantly distended, compared to the

control and parental cells (see legend to Figure 4). These re-

sults clearly support the notion that ER export is defective

in the fibroblasts of the affected individual.

COPII-coated vesicles, which play a critical role in ex-

porting themajority of proteins from the ER, are composed

of three proteins complexes: SAR1, SEC23/SEC24, and

SEC13/SEC31.17 These COPII proteins deform the lipid

bilayer into buds at ER exit sites, load cargo molecules

into the nascent buds, and complete vesicle scission. There

exist multiple paralogs for each COPII gene except SEC13

in vertebrates. In particular, there are four SEC24 paralogs

(SEC24A, SEC24B, SEC24C, and SEC24D). SEC24 is mainly
436 The American Journal of Human Genetics 96, 432–439, March 5, 2015
responsible for sorting cargo mole-

cules through direct or indirect inter-

actions during COPII vesicle assem-

bly. Defects in SEC24, therefore, will
cause inefficient loading of cargo molecules into COPII

vesicles, resulting in accumulation of cargo molecules in

the ER. Each SEC24 possesses multiple cargo-binding

sites,23 which increases the repertoire of cargo molecules

packaged into COPII vesicles.

We analyzed the structure of SEC24D to obtain further

insights into the functional effects of the identified muta-

tions (Figure 5). The SEC24D Ser1015 residue substituted

in families 1 and 2 is highly conserved in SEC24s (Fig-

ure S2A). It is located near the IxM pocket of SEC24D.23

This pocket is responsible for recognizing the IxM ER

export signal. We expect that the p.Ser1015Phe substitu-

tion disrupts the IxM pocket and interferes with binding

to the IxM signal. Immunoblot analysis of SEC24D in fam-

ily 1 showed that the levels of SEC24D were reduced in the

fibroblasts of the affected individual as well as in the

paternal fibroblasts (Figure 5C). Probably, these reductions

are caused by haploinsufficiency of the p.Gln205* allele.

The SEC24D Gln978 residue substituted in family 2 is

located in an alpha helix of the gelsolin-like domain of

SEC24D. Intriguingly, Gln978 is found in the structurally

equivalent region where the CLSD-causing SEC23A sub-

stitutions p.Met702Val and p.Phe382Leu are positioned

(Figure 5D). Previous studies have established that

Met702 and Phe382 of SEC23A constitute a portion of

the SEC31-binding groove.24,25 Although SEC23 is mainly

responsible for the interaction between the SEC23-SEC24

complex and SEC31, it is possible that the region including

Gln978 of SEC24D might also contribute to SEC31 bind-

ing. Alternatively, the p.Gln978Pro substitution might

simply destabilize SEC24D, resulting in a reduction of
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vidual from Family 1
(A–D) Micrographs of thin-section electron microscopy for fibro-
blasts from control (A), affected individual (B), mother of affected
individual (C), and father of affected individual (D). Tubular ER el-
ements studded with ribosomes are indicated by arrowheads. Scale
bars represent 500 nm.
(E) Summary of the thickness of ER tubules in fibroblasts. 100 nm
in the x axis represents a thickness that is larger than 50 nm but
equal to or less than 100 nm. The average thickness of the tubules
is about 189 nm, 120 nm, 116 nm, and 125 nm for the cells from
the affected individual (light blue), control (yellow), father (or-
ange), and mother (gray), respectively. The ER tubules of the fibro-
blasts from the affected individual were thicker than those of other
fibroblasts with statistical significance according to a one-way
ANOVA with Tukey’s honest significant difference test (p < 0.01;
n ¼ 183 tubules for control, 212 for father, 171 for mother, and
181 for the affected individual).
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Figure 5. Position of the Mutant Residues in the 3D Structure of
SEC24D
Note that the available human SEC24D structures were solved
with the isoform 2 (O94855-2) (1,033 aa). Here we used the
nomenclature of the isoform 1 (O94855-1) (1,032 aa) of SEC24D
because this form has been chosen as the canonical sequence in
the databases. PDB 3EFO structure was used.23

(A) Gln978 (red, upper panel) is located in the gelsolin-like
domain of SEC24D. The location of Gln978 SEC24D is structurally
similar to that of Met702 (yellow) and Phe382 (blue) of SEC23A. A
more detailed structural comparison was shown in (D). Ser1015
(red, lower panel) is found in the IxM pocket (I, x, and M stand
for Ile, any amino acid, and Met). A fragment of syntaxin 5
(magenta) contains an IxM signal. A more detailed structure is
shown in (B).
(B) The helical domain of SEC24D is shown. Ser1015 (red) is
located in an a-helix (yellow) that contains key residues
(Leu1020 and His1024, blue) of the IxM pocket. Additional key
residues (Leu833 and Leu835, blue) of this pocket are located in
a b-strand (yellow).
(C) Total lysates (10 mg) of indicated fibroblasts derived from fam-
ily 1 were prepared, resolved by SDS-PAGE, and processed for
immunoblotting. Control foreskin fibroblasts were obtained
from the American Type Culture Collection (ATCC, CRL-091). Ri-
bophorin 1 (an ER-resident protein) was probed as loading con-
trols. Bands (open arrowheads) below the main SEC24D band
probably represent partial degradation products of SEC24D or
nonspecific proteins.
(D) The gelsolin-like, the helical, and the trunk domains of
SEC24D (left) and SEC23A (right) were colored blue, cyan, and
green, respectively. CLSD-linked mutations were colored red.
Met702 and Phe382 of SEC23A constitute a part of the SEC31-
binding pocket.24,25
the levels of SEC24D. Unfortunately, skin fibroblasts from

family 2 are not available, and therefore we currently

cannot test these hypotheses.

Summing up the results of the cellular studies, we have

shown that ER export of procollagen was inefficient in

the skin fibroblasts obtained from the affected individual

of family 1, and ER tubules were dilated, faithfully repro-

ducing the cellular phenotypes of individuals with CLSD

resulting from SEC23A mutations.18,20,24,25 These results

are also in concordance with the cellular phenotype
The Ame
observed in the sec24d-deficient medaka fish vbi21 and ze-

brafish bulldog.26

The similarities between SEC23A and SEC24Dmutant fi-

broblasts prompted us to ask whether the diagnosis of

Cole-Carpenter syndrome is the best clinical classification

for the phenotype we report. As mentioned above, the

affected individual from family 1 also shared many of the
rican Journal of Human Genetics 96, 432–439, March 5, 2015 437



key symptoms described for CLSD (but has no detectable

SEC23A mutation), and the facial phenotype was very

similar. However, a cataract, one of the leading symptoms

of CLSD, which presented within the first years of life in

the original family described,19 was missing in the affected

individual we report. Upon thorough ophthalmologic ex-

amination, there was also no evidence of a double-ring

sign of the lens, as described in an individual with a single

heterozygous SEC23A missense mutation (i.e., without a

detectable second mutant allele) who had craniofacial,

skeletal, and cellular features characteristic of CLSD and

who in addition had osteopenia and macrocephaly.20

Interestingly, this individual with a heterozygous SEC23A

mutation (and no detectable SEC24D mutation, data not

shown) also had esotropia and optic nerve hypoplasia,

and the affected individual from family 1 had strabism

and small optic discs of normal color. Nevertheless,

increased bone fragility with prenatal onset, one of the

clinical hallmarks of all three affected individuals we

report, has not been described for individuals with

SEC23A mutations. We therefore regard the phenotype

we report as a clinical entity that can be distinguished

from the phenotype of the individuals with CLSD

described in the literature, although the symptoms clearly

overlap.

We reviewed all five published case reports of Cole-Car-

penter syndrome12–16 and compared the clinical and

radiological findings of the six described individuals in

detail with the affected individual from family 1 (Table

S5). Information on skull ossification defects—one of the

most obvious symptoms in the affected individuals we

describe—are incomplete or missing in some of the re-

ports, but overall, the similarities are striking, and con-

sequently, we still consider Cole-Carpenter syndrome to

be the best classification for the phenotype. However, we

were unable to obtain DNA samples from the originally re-

ported individuals to genetically substantiate this classifi-

cation, and Sanger sequencing failed to identify SEC24D

mutations in the individual with Cole-Carpenter syn-

drome described by Amor et al.13 (Figure S1C; note that

we also did not detect any SEC23A mutation in this indi-

vidual). This suggests that there is further genetic heteroge-

neity for Cole-Carpenter syndrome. In any case, there is

obviously a spectrum of clinically overlapping skeletal dis-

orders that ranges from CLSD to Cole-Carpenter syndrome

and might also include other diseases. Further genetic,

clinical, and functional studies are needed to comprehen-

sively describe the phenotypic spectrum of these syn-

dromes and to elucidate the molecular links between

them. Because generalized bone fragility, apparently due

to a defect in intracellular collagen transport, was one of

the leading symptoms in the individuals with SEC24Dmu-

tations described here, we consider it to be reasonable to

place this type of Cole-Carpenter syndrome into the osteo-

genesis imperfecta and decreased bone density group, as

suggested by the revised Nosology and Classification of

Genetic Skeletal Disorders.27
438 The American Journal of Human Genetics 96, 432–439, March 5
In conclusion, we report three mutant SEC24D alleles,

one of them being a founder mutation shared by all three

affected individuals from two families and another one

leading to a premature stop codon, in a rare autosomal-

recessively inherited skeletal disorder characterized by

pre- and postnatal bone fragility, skull ossification defects,

craniofacial dysmorphism, and short stature. The causal

role of SEC24D mutations is strongly supported by the

morphological and cellular phenotype observed inmedaka

and zebrafish models with truncating mutations in the or-

tholog sec24d and in humans with mutations in SEC23A.

Thus, we assign the fourth human phenotype to germline

mutations in components of the COPII machinery.18,28,29
Supplemental Data

Supplemental Data include four figures, five tables, and one case

report and can be found with this article online at http://dx.doi.

org/10.1016/j.ajhg.2015.01.002.
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Figure S1. Comparison of the Facial Phenotype of Individuals with Cole-Carpenter 
Syndrome.  
 

 

(A) Individual 1 of the original publication by Cole and Carpenter, 1986. (B) Individual 2 of 

the original publication by Cole and Carpenter.1 (C) Individual published by Amor et al.2  

(D) Affected individual of family 1 at the age of 9 months.  

Photographs reprinted with kind permission of The Journal of Pediatrics (A and B) and The 

American Journal of Medical Genetics (C). 

 

 



Figure S2. SEC 24D Sequence Comparison.  

 

 

 

(A) Sequence comparison near Ser1015 (red) was performed by ClustalW2. Highly conserved 

residues were colored green.  Following sequences were used for comparison: Homo sapiens 

SEC24A (O95486), SEC24B (O95487), SEC24C (P53992) and SEC24D (O94855); 

Drosophila melanogaster SEC24AB (A1Z813) and SEC24CD (M9PC99); Caenorhabditis 

elegans SEC24.1 (Q19371) and SEC24.2 (Q23368); Arabidopsis thaliana CEF (Q9M291), 

At3g07100 (Q9SFU0), At4g32640 (Q9M081); Saccharomyces cerevisiae SEC24 (P40482), 



SFB3 (LST1, P38810) and SFB2 (ISS1, P53953). (B) SEC24C and SEC24D sequences were 

compared by ClustalW2. Highly conserved residues and Gln978 of SEC24D were colored 

green and red, respectively. The following sequences were used for comparison: Homo 

sapiens SEC24C (P53992) and SEC24D (O94855); Pan troglodytes SEC24C (H2Q241) and 

SEC24D (K7B5H4); Mus musculus SEC24C (G3X972) and SEC24D (Q6NXL1); Gallus 

gallus SEC24C (E1BUD8) and SEC24D (E1BSP8); Xenopus tropicalis SEC24C (F6ZIY6) 

and SEC24D (F6YFQ0); Danio rerio SEC24C (D5LHQ7) and SEC24D (F1R3A4); 

Drosophila melanogaster SEC24CD (M9PC99); Caenorhabditis elegans SEC24.1 (Q19371). 

Note that a phylogenic analysis of SEC24s indicates that SEC24C and SEC24D of X. 

tropicalis (asterisks) are actually close to SEC24D and SEC24C of other species, respectively 

(data not shown). 



Figure S3. Radiographic Findings of the Affected Individual from Family 1 at Different 
Ages.  
 

 

 

(A) Postnatal skeletal survey of thorax and abdomen demonstrating thin ribs and callus 

formation on the right thoracic side, normal clavicles and flattened vertebrae. (B) A.p. 

radiograph of the right femur and hip at the age of 5.7 years presenting zebralines after 

multiple cycles of intravenous bisphosphonate treatment, broadened distal epiphysis of the 

femur with an increased metaphyseal index (0.71) 3;4 as a sign of decreased remodelling after 

bisphosphonate treatment. The iliac wing is high and narrow. (C) Lateral radiograph of the 

spine showing flattened vertebrae with anterior notches and posterior wedging as well as mild 

kyphosis in the thoracic part. 

 

 



Figure S4. Radiographic Findings of One Affected Fetus After Termination of 
Pregnancy in the 23rd Week of Gestation. 
 

 

(A) Post mortem anteriorposterior skeletal survey of the 23rd week´s fetus demonstrating 

delayed skeletal development (reduced frontal calvarial ossification, no pubic bones are seen.5 

The fetus presents with thin ribs but without severe thoracic hypoplasia and callus formation, 

with short, fractured, and mildly bowed long bones, normal clavicles, and normal ossified 

vertebrae. Ossification of the calvarium is clearly reduced in contrast to the skull base. 

Remarkable is the discrepancy between skull ossification and ossification of the rest of the 

skeleton, a pattern which was also observed in the affected individual of family 1. (B) Post 

mortem lateral skeletal survey of the fetus confirming the discrepancy between skull base and 

calvarial ossification. The long bones of the upper extremity and vertebrae are well ossified 

and normal developed.  



 
a Tested with “Hannover-Wechsler Intelligence test for preschool kids” and “ Kaufmann 
Assessment Battery for children” 
 
 

Table S1. Clinical Features of the Affected Individual from Family 1. 

 

Clinical Findings Affected Individual 

Disease severity moderate 

Age at first presentation 7 years 4 months 

Confirmed prenatal fractures 
yes 

(both humeri and 2 rips) 

Birth length / birth weight / head circumference at 
birth 

47 cm /2800g/ 32cm 
all < - 2 SD 

APGAR 7/7/9 

Fractures before bisphosphonate treatment Yes  

Age at start of bisphosphonate treatment  
2 months (i.v. pamidronate) 

(Glorieux et al. 1998) 

Number of lower extremity fractures since birth 6 

Number of upper extremity fractures since birth 3 

Weight at visit kg/BMI (SD)  15.0/14.6 

Length at visit cm/SD  101.5/- 4.5 

Head circumference at visit (cm) 55.5 

Sitting height at visit  (cm) 78.5 

Arm span at visit (cm) 99.0 

Color of sclera normal 

Dentinogenesis imperfecta no 

Primary dentition normal 

Secondary dentition mild misalignment of teeth 

Hypermobility of joints no 

Spine 
flat vertebrae (posterior 

wedging, anterior notches) 

Pelvis 

small hypoplastic acetabular 
roof; 

high and narrow iliac wings 
 

Scoliosis no 

Chest deformities pectus excavatum 

Severe bowing of extremities no 

Hearing impairment no 

Cardiac ultrasound lower normal 

Intelligence normala 

Mobility at visit (BAMF (Cintas et al. 2003)) 9 

Gross motor function measurement test (GMFM) 
(Russell et al. 1989) 

96.6% 

1 Minute walking test 120 m (without aids) 

6 Minute walking test 520 m (without aids) 

Deoxy-Pyridinolin-Diphosphat 
(marker for osteoclastic activity) 

decreased 

Bone density, DXA whole body without head 
(g/cm2)/(z-score) 

0.464 /- 2.0 

Bone density, DXA ap spine (g/cm2)/(z-score) 0.520 /- 2.0 



Table S2. Genes Tested by Sanger Sequencing in Individuals with the Clinical Diagnosis 
of Cole-Carpenter Syndrome. 
  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Table S3. Candidate Genes and Variants Identified by Whole-Exome Sequencing in 
Family 1.  
 

 

Filtering for deleterious variants was performed under an autosomal recessive disease model 

as described in the main text. The variant in IL20RA was homozygous. Candidate genes 

which were also identified in family 2 are marked in bold. 

 
 
 
 
 

Family 1 
(Index patient tested) MIM 

Family 2 
(one of two fetuses tested) MIM 

COL1A1 120150 COL1A1 120150 

COL1A2 120160 COL1A2 120160 

ALPL 171760 ALPL 171760 

CRTAP 605497 BMP1 112264 

FKBP10 607063 CRTAP 605497 

LEPRE1 610339 FKBP10 607063 

PPIB 123841 LEPRE1 610339 

SERPINF1 172860 PPIB 123841 

SERPINH1 600943 SERPINF1 172860 

SP7 606633 SERPINH1 600943 

  SP7 606633 

Position Ref Alt Gene OMIM Transcript cDNA protein 

chr4:119644725 G A SEC24D 607186 NM_014822 c.C3044T p.S1015F 

chr4:119736666 G A SEC24D 607186 NM_014822 c.C613T p.Q205X 

chr6:137325901 TAA TA IL20RA 605620 NM_014432 IVS altered splicing 

chr7:139611038 G A TBXAS1 274180 NM_030984 c.G254A p.R85H 

chr7:139715531 G A TBXAS1 274180 NM_030984 c.G1238A p.R413Q 

chr11:1275486 G A MUC5B 600770 NM_002458 c.G15382A p.A5128T 

chr11:1270475 C T MUC5B 600770 NM_002458 c.C12365T p.T4122M 

chr13:76427413 C A LMO7 604362 NM_015842 c.C3851A p.P1284H 

chr13:76429387 T C LMO7 604362 NM_005358 c.3816-9T>C altered splicing 



Table S4. Candidate Genes and Variants Identified by Whole-Exome Sequencing in 
Family 2.  
 

 

Filtering for deleterious variants was performed as described in the main text. We assumed 

autosomal recessive inheritance of the phenotype. Note that the non-affected parents and not 

the affected fetuses were analyzed, which increased the number of candidates. We searched 

for genes harboring potential mutations in a heterozygous state in both the mother´s and the 

father´s dataset. Candidate genes which were also identified in family 1 are marked in bold. 

The genotype of the affected fetuses was only determined for the variants in SEC24D and 

LMO7. 

Position Ref Alt Gene OMIM Transcript cDNA protein 

chr1:144873964 G A PDE4DIP 608117 NM_001198832 c.C4861T p.Q1621X 

chr1:144857691 C T PDE4DIP 608117 NM_001198832 c.G6045A p.M2015I 

chr1:156268808 A G VHLL --- NM_001004319 c.T173C p.I58T 

chr1:156268845 G A VHLL --- NM_001004319 c.C136T p.R46C 

chr2:61719303 C A XPO1 602559 NM_003400 c.G1754T p.C585F 

chr2:61719303 C A XPO1 602559 NM_003400 c.G1754T p.C585F 

chr2:196741296 A T DNAH7 610061 NM_018897 c.T6089A p.V2030D 

chr2:196756535 GAA GA DNAH7 610061   --- 

chr3:9786696 A C BRPF1 602410 NM_004634 c.A2907C p.L969F 

chr3:9785283 T G BRPF1 602410 NM_004634 c.T2315G p.V772G 

chr4:119649741 T G SEC24D 607186 NM_014822 c.A2933C p.Q978P 

chr4:119644725 G A SEC24D 607186 NM_014822 c.C3044T p.S1015F 

chr5:90101200 G A GPR98 602851 NM_032119 c.G14761A p.A4921T 

chr5:89933700 C G GPR98 602851 NM_032119 c.C2175G p.I725M 

chr6:90494849 C T MDN1 --- NM_014611 c.1335-4G>A splicing 

chr6:90405631 C T MDN1 --- NM_014611 c.G9464A p.R3155Q 

chr11:65402768 T G PCNXL3 --- NM_032223 c.T5033G p.V1678G 

chr11:65403969 C T PCNXL3 --- NM_032223 c.C5701T p.R1901W 

chr12:644443 A C B4GALNT3 612220 NM_173593 c.273+8A>C  

chr12:644374 G A B4GALNT3 612220 NM_173593 c.G212A p.R71K 

chr13:76430676 C T LMO7 604362 NM_015842 c.C3997T p.P1333S 

chr13:76397701 A G LMO7 604362 NM_015842 c.A1942G p.M648V 

chr14:75134206 G C KIAA0317 615380 NM_001039479 c.C2006G p.A669G 

chr14:75134206 G C KIAA0317 615380 NM_001039479 c.C2006G p.A669G 

chr17:21318731 C T 
KCNJ12, 
KCNJ18 602323 NM_021012 c.C77T p.S26L 

chr17:21318896 G A 
KCNJ12, 
KCNJ18 602323 NM_021012 c.G242A p.R81Q 

chr17:39635147 C T KRT35 602764 NM_002280 c.G812A p.C271Y 

chr17:39636977 G C KRT35 602764 NM_002280 c.C373G p.L125V 

chr17:73569700 C G LLGL2 --- NM_004524 c.C2864G p.P955R 

chr17:73569700 C G LLGL2 --- NM_004524 c.C2864G p.P955R 

chr17:26694784 C A VTN 193190 NM_000638 c.G1276T p.V426L 

chr17:26694784 C A VTN 193190 NM_000638 c.G1276T p.V426L 

chr19:9066140 T G MUC16 606154 NM_024690 c.A21306C p.L7102F 

chr19:9064309 AGGGG A MUC16 606154 NM_024690 c.23133_23137T --- 



Table S5. Detailed Comparison of Clinical and Radiological Findings in the Affected 
Individual from Family 1 and in the Six Published Individuals with Cole-Carpenter 
Syndrome. 
 
 

 This report, 
index patient 
from family 1 

Cole and 
Carpenter 1 

pat. 1 

Cole and 
Carpenter 1 

pat.2 
Marwaha et 

al. 8 
Stopfer et 

al. 9 
McDermot  

et al. 7 
Amor et 

al. 2 

Birth parameters Decreased Normal Normal Decreased N. d. Decreased Decreased 
Long bone 

deformities 
Yes Yes Yes Yes yes N. d. Yes 

Fractures first  
two years 

Yes Yes Yes N. d. yes Yes Yes 

Metaphyseal 
abnormalities 

Yes Yes Yes N. d. yes Normal Yes 

Spondylodysplastic 
changes 

Yes Yes Yes Yes N. d. normal Yes 

Disturbed 
ossification of  

the skulla 
Yes Yes Yes Yes Yes N. d. Yes 

Increased head 
circumference 

Yes Yes N. d. Yes N. d. No Yes 

Skull erosions Yes Yes N. d. N. d. N. d. N. d. No 
Craniosynostosis Yes Yes Yes Yes Yes No Yes 

Hydrocephalus Yes Yes Yes Yes N. d. Yes No 
VP-Shunt No Yes No Yes N. d. No No 

Increased fontanella Yes N. d. Yes Yes N. d. N. d. No 

Wide sutures Yes N. d. 
Yes, at age 
2 months 

Yes N. d. N. d. Yes 

Wormian bones Yes Yes No no N. d. - Yes 
Frontal bossing Yes Yes Yes N. d. Yes Yes Yes 

Occular proptosis Yes Yes Yes Yes Yes No Yes 
Short stature Yes Yes Yes Yes N. d. Yes Yes 

Mid-facial 
hypoplasia 

Yes Yes Yes N. d. N. d. N. d. N. d. 

Micrognathia Yes Yes Yes Yes N. d. N. d. Yes 
Fine motor skills Normal Normal Normal N.d. N. d. Delayed Delayed 

Normal speech Yes Yes Yes Yes N. d. Delayed Yes 
High voice Yes Yes Yes Yes N. d. N. d. Yes 
Blue sclera Yes Yes Yes Yes Yes Yes Yes 

Walking impaired Yes Yes N. d. N. d. N. d. Yes Yes 
Muscle hypotonia No N. d. Yes Yes  Yes Yes 

Teeth abnormalities 
(Colour / eruption) 

No, only 
misalignment 

Yes N. d. N. d. N. d. Yes Yes 

Reason for referral Fractures Fractures 
Hypotonia, 
failure to 

thrive 

Increased 
head circum-
ference at age 

2 weeks 

N. d. Fractures 
Growth 
failure 

Ear abnormalities Yes N. d. N. d. N. d. Yes N. d. N. d. 
Osteopenia Yes Yes Yes Yes Yes Yes Yes 

 
 
N. d. = not described 
aThis term is used as a general term for craniosynostosis and / or skull ossification defects.  
 
 
 
 
 



Supplemental Note: Clinical Report of the Affected Individual from Family 1 with 
Suspected Diagnosis of Cole-Carpenter Syndrome. 
  

The boy was the second child of unrelated and healthy parents. His sister was also healthy. 

During pregnancy, an oligohydramnion was diagnosed. The individual was born after 41 

weeks of gestation by vaginal delivery. The birth weight was 2800 g (< 3rd centile), length 

was 47 cm (< 3rd centile) and head circumference 32,5 cm (< 3rd centile). The following 

dysmorphic features were noted postnatally: turricephalus, exophthalmus, down-slanting 

palpebral fissures, an angular root of the nose, retrognathia, and gaping fontanelles. 

Ophthalmological analysis was normal. Sonographical and X-ray analysis confirmed new as 

well as older fractures of the right clavicula, multiple ribs, and both radii, and documented 

extensive ossification defects of the cranium and craniosynostosis. The presence of multiple 

fractures lead to Osteogenesis imperfecta as a putative diagnosis, and a treatment with 

cyclical application of pamidronate, a biphosphonate, was initiated. The affected individual´s 

weight with 8 month was 5.2 kg (< 3rd centile), and his head circumference was 43.5 cm (> 3rd 

centile). At the age of 9 months, his height was 62.2 cm (0.5 cm < 3rd centile). He tried to 

stand up, and there were no signs of neurodevelopmental delay. The boy´s facial features at 

this age were described as follows: He had a wide fontanelle, a triangle shape of the face with 

a receding forehead, hypertelorism, proptosis of the eyes, “sunset” eyes, mid-face hypoplasia, 

a high palatine, microretrognathia and a slight dysplasia of the right concha. At the age of 15 

months, the boy was seen again with a weight of 6140 g (< 3rd centile) and a length of 67 cm 

(< 3rd centile). The last visit prior to the recruitment for the genetic study was at the age of 4 

4/12 years, when the affected individual presented with a weight of 11300 g (< 3rd centile), a 

length of 87 cm (< 3rd centile) and a head circumference of 54 cm (>97 centile). His motor 

development was delayed, possibly due to recurrent fractures of the extremities, but he was 

now able to walk, to run, and to climb stairs. He presented with a good general condition and 

normal mental development. A cranial CT scan documented dilated ventricles and 

subarachnoid spaces, in addition to the skull ossification defects. Brain parenchyma was 

normal. Two month later, a nasolacrimal duct stenosis was operated. 
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