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Role of nutrition in the readthrough therapy for nonsense diseases

Harada, Nagakatsu

3,400,000

PTC
MRNA MRNA NMD

PTC NMD

Duchenne Duchenne
mdx

Duchenne

Cellular nonsense-mediated mRNA decay (NMD) degrades mRNAs carryin? a
premature termination codon (PTC). Readthrough therapy can suppress PTC and generate full-length
protein from aberrant mRNAs. NMD activity affect efficiency of the readthrough therapy. Here we
investigate whether nutritional status influences the efficiency of readthrough therapy for Duchenne
muscular dystrophy. Our results show that high-fat diet feeding potentiated gentamicin-mediated
readthrough therapy for the mdx mice, an animal model of the Duchenne muscular dystrophy.
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Total RNA TRIzol reagent Invitrogen, Carlsbad, CA

50 100 mg 1 ml  TRIzol reagent
2 3 chloroform 0.2ml 30 15,000
rpm 15 RNA isopropanol
15,000 rpm 10 70
DEPC RNA A260 A280
3 PCR

RNA TaKaRa PrimeScript® RT reagent kit TaKaRa, Kyoto, Japan
TB green Premix Ex Tag Il TaKaRa

PCR Thermal Cycler Dice® Real Time System Lite, TaKaRa mRNA
18s RNA  rRNA
4
50 100 mg 2ml RIPA 20 mM Tris-HCI, pH7.4, 150 mM NaCl,
1% sodium deoxycholate, 0.1% sodium dodecyl sulfate, 1% Nonidet-P40, 2 mM EDTA, 50 mM NaF,
50 mM B -glycerophosphate, 1 mM PMSF 15,000
rpm 20 4 BCA

Protein Assay Reagent Kit PIERCE,Rock ford, IL

5
SDS SDS-PAGE SDS-PAGE
Immobi lon-P Millipore, Bedford, MA
5% TBST Tris-buffered saline, 0.05% Tween20 1
4
TBST 19G-HRP conjugate Medical&Biological
Laboratories CO.,LTD., Aichi, Japan 1
6
Student’ s t tests Holm p <0.05
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