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Using EGFP as reporter for the construction of expression vectors
carrying structural/non-structural genes from dengue virus type Il
strain PLO46

Student: Jhen-Yi Hong advisor:Yun-Liang Yang

Department of biological Science and Technology

National Chiao Tung University

Abstract

Dengue virus is a single-stranded, positive-sense RNA virus with 10.7
kb genome , which can stimultaneously serves as an mRNA for
translation of the viral proteins which will be digested by enzymes into
three structural (C,prM,E) and seven nonstructural
proteins(NS1,NS2A,NS2B,NS3,NS4A ,NS4B,NS5).

In this study , I constructed plasmids which contained the structural
and nonstructural genes separately along with an EGFP as the reporter,
for detecting the packaging signal. Next, | sub-cloned a full-length E gene
from Dengue virus type 11 PL046 strain into pLP vector to express the E
proteins for functional study. These constructs were assessed by
restriction digestion and sequencing. No non-sense mutation was detected

in the coding regions.
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4 B (Abbreviation)

APS Ammonium Persulfate

BHK21 Baby hamster kindey cell

BSA Bovine Serum Albumin

C PROTEIN Capsid protein

DENV Dengue virus

DF Dengue fever

DHF Dengue hemorrhagic fever
DNA Deoxyribonucleic acid

DSS Dengue shock syndrome

DTT 1,4-Dithiothreitol

E. coli Escherichia coli

EDTA Ethylenediaminetetraacetic acid
E PROTEIN Envelope protein

EMCV Encephalomyocarditis virus
EtBr Ethidium bromide

FBS Fetal bovine serum

HA-His Hemagglutinin-polyhistidine protein
HRP horseradish peroxidase

IPTG Isopropyl-—D-thiogalactoside
IRES Internal ribosome entry site
JEV Japanese encephalitis

KUNV Kunji virus

LB broth Luria-Bertani broth

MEM Minimum Essential Medium
ORF Open reading frame

PBS Phosphate buffered saline

PCR Polymerase chain reaction
PMSF Phenyl methyl sulfonyl fluoride
prM PROTEIN Precursor membrane protein
RNA Ribonucleic acid

SAP Shrimp Alkaline Phosphatase
SDS Sodium dodecyl sulfate
SDS-PAGE Sodium dodecyl sulfate polyacrylamide gel

electrophoresis

TAE

Tris-acetate-EDTA
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TBS Tris-buffered saline

TEMED N, N, N’, N’,-tetramethylenediamine

Tween-20 Polyoxyethene-sorbitan monolaurate

UTR Untranslated region

WNV West Nile Virus

X-gal 5-bromo-4-chloro-3-indolyl-beta-D-galactopy
ranoside

YFV Yellow Fever Virus
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