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Abstract

Introduction: Mutations in adenosine triphosphate-binding cassette transporter A3 (ABCA3) (OMIM:601615) gene was the
commonest genetic cause for severe neonatal respiratory distress syndrome (RDS) and childhood interstitial lung disease (chILD).
Most literature review has been from patients of Caucasian heritage. Case Description: We report a case of a term male
newborn of South East Asian heritage that developed severe respiratory distress soon after birth, and diagnosis was made
on clinical, radiological and genetic basis without lung biopsy. He was found to have compound heterozygous variants for
the adenosine triphosphate-binding cassette transporter A3 (ABCA3) gene: a novel ¢.3364G>A (p.Glul122Lys) variant and
previously reported pathogenic c. 737C>T (p.Pro246Leu). The variant c.3364G>A (rs1233043384) was not previously identified
in clinical/disease databases such as ClinVar and The Human Gene Mutation Database. Further analysis and bioinformatics
study indicated this variant was likely pathogenic. Parental genetic studies revealed parents had one mutation each. Conclusion:
Newborns with unexplained respiratory distress syndrome (RDS) and pulmonary surfactant deficiency should have genetic
sequencing study. This will be vital for early diagnosis, disease prognostication, treatment planning such lung transplantation,
genetic counseling and provide the molecular basis for prenatal diagnosis and pre-implantation genetic diagnosis. It is important
to raise awareness of this condition in the Southeast Asia region. Further larger population-based studies are required to
determine the frequency of this mutation in our population. ABCAS3 deficiency should be considered in term babies who

develop severe respiratory distress syndrome in this region.

INTRODUCTION

Childhood Interstitial Lung Disease (chILD) is a heterogenous group of rare chronic respiratory disorders
in childhood that features remodeling of the lung interstitium and distal airspaces resulting in poor gas
exchange and presence of diffuse parenchymal infiltrates on radiography or computer tomography'2. The
incidence of chILD is estimated at 0.13-16.2 cases/100,000 children per year?. A number of genes, including
ABCA3, SFTPB, SFTPC are implicated in this condition. ABCA&(ATP-Binding Cassette, Subfamily A,
Member 3) which is expressed in alveolar type II cells and localized to the membrane of lamellar bodies is
involved in pulmonary surfactant production®?. Pathogenic variants of the ABCAS gene have been reported
in various pulmonary phenotypes in terms of age of presentation, disease severity and progression®®, and
has been attributed to surfactant insufficiency or surfactant metabolism dysfunction pulmonary 3 (SMDP3)
(OMIM #601615)78. AlthoughABCAS gene mutations have been reported in different ethnicities, however
the variants in Asian children may be different and thus making prognostication challenging®. We report a
case of a full-term Southeast Asian boy with compound heterozygousABCA3 variants which are classified
as ‘likely pathogenic’ as the cause of his fatal respiratory disease.



INFORMED CONSENT
Informed consent has been taken from both parents regarding research article publication.
CASE REPORT

Our patient was a term boy, born at 39 weeks gestation via spontaneous vertex delivery with a birthweight
of 2.99 kg. Antenatally, apart from a single episode of maternal HIN1 infection during the 2" trimester,
there were no other complications. The father (aged 41 years) and mother (aged 35 years) were unrelated
and had no significant medical or family history. They had a 6-year-old daughter who was well.

The patient was vigorous at birth with an Apgar score of 7 and 8 at 1°¢ and 5'® minute, respectively.

At the 1% hour of life, he developed respiratory distress with tachypnoea and grunting, requiring non-
invasive ventilation (NIV) and intravenous antibiotics for suspected congenital pneumonia. He continued
to deteriorate and required invasive ventilation by day 2. The initial chest X-ray at day 1 of life (Figure
1) showed left retrocardiac and upper lobe haziness. Echocardiogram showed a structurally normal heart,
and excluded ductal-dependent cardiac lesions. He was given two doses of endotracheal surfactant with
transient improvement. In addition, antimicrobial coverage was widened, a short course of intravenous
dexamethasone was given, and oral spironolactone and hydrochlorothiazide were added for suspected acute
respiratory distress syndrome.

The patient was extubated on day 9 of life to NIV but required reintubation at day 11 of life for worsening
respiratory distress and frequent desaturations. The blood gases showed persistent type 2 respiratory failure.
A course of intravenous ceftriaxone was commenced as the bronchoalveolar lavage secretion culture grew
Enterobacter cloacae . At day 22 of life, a 3'¢ dose of endotracheal surfactant was given, but no further
improvement was noted.

At day 26 of life, the patient was transferred to our center, a tertiary pediatric intensive care unit, for
further care. On arrival, he required high ventilatory setting, with oxygenation index of 22. Repeated chest
X-ray (Figure 2) showed diffuse bilateral ground-glass opacities (Grade IV), resembling neonatal respiratory
distress syndrome. Repeat echocardiogram showed evidence of pulmonary hypertension with acceptable
response to inhaled nitric oxide. Subsequent investigations performed included bronchoscopy which showed
no malacic airways, bronchoalveolar lavage for cytology which was negative for PAS staining, and serological
blood tests which were parvovirus IgM positive and IgG negative, and negative for herpes simplex virus
(HSV) IgM, Epstein-Barr virus (EBV) IgM, cytomegalovirus (CMV) and varicella zoster (VZV) IgM. High-
resolution computer topography thorax (non-contrasted) (Figure 3) showed diffused ground glass changes in
the upper lobes and interstitial thickening; while the middle and lower lobes (especially over left side) showed
consolidative changes and reduced lung volume, interlobular septal thickening and bronchial dilatations.
Thus, the overall impression was extensive lung damage with fibrosis and scarring. Lung biopsy was not
pursued due to difficulties in ventilation and anticipated high risk of complications.

The treatment strategies attempted was as follows: intravenous immunoglobulin (0.4g/kg/dose for 2 days),
intravenous methylprednisolone pulse therapy (20mg/kg/day, 5-days courses on monthly basis), hydrox-
ychloroquine (5mg/kg/day) and azithromycin (7mg/kg/dose every other day). However, there was no
sustainable improvement noted. Tracheostomy was considered, but parents were not keen for it. Lung
transplantation was not a feasible option due to lack of local expertise and technical capacity.

In view of anticipated irrecoverable poor lung function, palliative care was offered and agreed by the parents.
At day 83 of life, patient was extubated to high settings of bilevel positive air pressure (BiPAP) noninvasive
ventilation (NIV). As there was persistent dependence on high NIV settings with FiOs requirements of 35 —
50%, thus home care was untenable. Life-sustaining support was finally withdrawn when he was 11 months
old, and he passed away peacefully in the presence of the family members.

Genetic testing of this patient showed that he had a compound heterozygous variants of ¢.3364G>A (p.
Glul122Lys) and c¢. 737C>T (p.Pro246Leu) of ABCAS3 gene, respectively. The ¢.3364G>A (p.Glul122Lys)
detected in ABCA3 gene was a missense variant that was not present in dbSNP, clinical and population



frequency databases. Bioinformatics analysis (Polyphen-2, SIFT and MutationTaster) estimates that this
change to have a pathogenic effect. The other variant ¢.737C>T (p.Pro246Leu) detected in ABCA3 gene
was present in dbSNP database (rs144653790) and in population frequency databases gnomAD (0.00041%)
and the Bioinformatics analysis (Polyphen-2, SIFT and MutationTaster) estimates this change to have
a pathogenic effect. This variant had been identified in one infant with neonatal respiratory distress

syndrome'©.

Parental genetic testing revealed that father carried the novel c. 3364G>A (p. Glull22Lys) mutation,
whereas mother carried the ¢. 737C>T (p.Pro246Leu) mutation (Figure 4), thus the variant was in a trans-
position. Putting this information together, these variants were classified as likely pathogenic based on
American College of Medical Genetics and Genomics (ACMG) Standards and Guidelines'!. Apart from
clinching the diagnosis of the patient, the results from the genetics studies facilitated further discussion with
parents regarding future family planning and the risks involved.

DISCUSSION

The clinical presentation of our patient was consistent with a case of neonatal respiratory failure due to sur-
factant deficiency. Genotype analysis revealed two compound heterozygous variants for ABCA3[c. 3364G>A
(p. Glull22Lys) and c¢. 737C>T (p.Pro246Leu)] in keeping with autosomal recessive mode of inheritance
and this is classified as likely pathogenic according to ACMG guidelines.

Cases of ABCAS3 mutations leading to severe neonatal respiratory failure has been mostly been reported in the
Caucasian population, predominantly in whites, and there was a slight preponderance for the male gender!2.
There were approximately 150 different variants, and most leading to severe neonatal lung disease'. This
rare condition has been reported in Japan and China with the combined Han and Zhuang populations having
carrier rate of 1.3% of rare ABCAS8 mutations which is significantly lower than that in the United States!%.

Patients with homozygous genotype present with respiratory distress at birth, die or undergo lung transplan-
tation before 1 year of age'®. In individuals with two ABCA8 mutations, the pulmonary phenotype varies
in terms of age of presentation, disease severity, and progression. Children with heterozygous genotypes
with respiratory distress at birth may have variable prognosis and outcomes'®17. As the criteria of pediatric
lung transplantation include individuals at risk of dying from lung failure, pulmonary vascular disease or
have a poor quality of life despite maximal medical therapy'®, lung transplantation was regarded as the
fundamental solution for severe chILD'?, with literature review suggesting a 5-year survival rate of 50%2°.
However, lung transplantation services in such young children are not readily available due to the high tech-
nical expertise required'®. The role of other commonly attempted therapy such as hydroxychloroquine and
corticosteroids remained uncertain?'. Macrolides were also attempted as it was postulated to inhibit produc-
tion of proinflammatory cytokines and inflammatory mediators involved in the development of interstitial
fibrosis?2. Other less common therapies include azathioprine, cyclophosphamide, and colchicine?3.

To the best of our knowledge, this is the first reported patient with child with likely pathogenic compound
heterozygous variants in Southeast Asia. The c. 3364G>A (p. Glul122Lys) was a novel variant that was
not previously reported, and this was the first reported patient with both ¢. 3364G>A (p. Glul122Lys) and
c. 737C>T (p.Pro246Leu). We showed in this case study that ABCAS lung disease can be diagnosed based
on clinical evidence of RDS, followed by genetics analysis and imaging without the need for lung biopsy.
This was in accordance to both European protocols?* and American Thoracic Society Clinical Practice
Guideline'. In addition to patient diagnosis, genetic testing also provides further direction for future family
planning for parents as illustrated in our case. Despite the maximal medical therapy provided, there was no
sustainable clinical improvement noted over the course of his 11 months care without lung transplantation,
thus reinforcing the need for accurate prognostication for future patients with similar presentations and
variants.

In conclusion, newborn patients with unexplained RDS and lung disease should have genetic sequencing
for pulmonary surfactant deficiency, mainly for disease prognostication and treatment planning such as
tracheostomy and long-term ventilation, lung transplantation or palliative care. Genetic analysis is also



essential for parental counseling to determine the recurrence risk and provide options of prenatal diagnosis
and pre-implantation genetic diagnosis. Hence, it is important to raise awareness of this condition in the
Southeast Asia region, so that early diagnosis and prognosis can be made. Further larger population-based
studies are required to determine the real frequency of this mutation in our population.
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FIGURES
Figure 1: Chest X-ray (Day 1 of life) — AP view shows left retrocardiac and upper lobe haziness
Figure 2: Chest X-ray (Day 26 of life) — AP view shows diffuse bilateral ground-glass opacities (Grade IV)

Figure 3: HR-CT Thorax (non-contrast) — Axial and coronal views show ground glass changes and interstitial
thickening in upper, middle and lower lobes (especially over left side)

Figure 4: Parental genetics testing results
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