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In vitro analysis: Study of PAX8 transactivational activity on TG promoter

INTRODUCTION METHODS

2. Study of PAX8 transactivation of TG promoter

Cell cultures (HEK293) 5
Thyroid dyshormonogenesis is a heterogeneous group of hereditary diseases Experiments - Transfections £
produced by a total/partial blockage of the biochemical processes of thyroid-hormone In silico analysis: 1, Production of PAX8 and TG promoter vector Day 0~ Cells seeded in well-plates Incubation, 48h s
synthesis and secretion. PAXS is a transcription factor essential for thyroid | | - N ector whoPAXS Day 1 - Ve”Ct°6r; transiently co-transfected in Day 3 — Cells collected =
morphogenesis and thyroid hormone synthesis. More than 50 PAX8 variants were - Alignment of human and 9-orthologue PAX8 peptide sequences (NCBI | X?ressmn seorw Q | TG promoter A) Studseofs\’/ariants in homozygosis:
reported, but most not functionally tested. We identified 8 PAX8 variants in 9 patients database) by Clustal Omega webtool (EMBL-EBI, Hinxton, UK). Site-directed mutagenesis O : ﬁ (fused to WT-PAXE and 7 mut-PAXS 4 TE.0GL3 Dual Luciferase Reporter Assay:
with congenital hypothyroidism (CH) . | . Expression vector mut-PAX8 (mutant) T luciferase gene i Lysis of cells
' - Construction of PAX8 domains from literature. TG Promoter /Luc Reporter Q +Oor© Measurement of light emission
. . : : : e : : : : Data analysis
- In silico prediction studies with SpliceSiteFinder-like, MaxEntScan and A) B) Study of variants in heterozygosis: Y
NNSPLICE. WT-PAX8 and 5 mut-PAX8 + TG-pGL3 PAX8 -
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We aimed to determine if these PAX8 variants are pathogenic with in-vitro

functional studies.
RESU LTS In vitro analysis: Study PAX8 transactivation of TG-promoter

In silico analysis: C) Effect of the 7 exonic variants
PATI ENTS D) Effect of the variants in heterozygosis: dominant-negative effect analysis (“patient mimicking”)
Alignments: All 6 affected amino acids in the paired-box domain are well conserved

within species, whereas the amino acid in the activating domain is less conserved.

Patients: 3 girls and 6 boys with CH, eutopic thyroid gland and a detected - e of PAXS variante . C) 6 oromoter Five variants showed and impaired transactivational
. : n silico analysis o variants in our patient. .
PAX8 variant. Catalan CH Neonatal Screening Programme (N=93). " P . . . L . 2:00 activity of TG promoter. Therefore, they were
(A) Transcription factor PAX8A (NP _003457.1), its functional domains and localization of genetic r . . .
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