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Abstract; [Objective] To evaluation of the immunoreactivity and immunogenicity of the puri-
fied recombinant D2V envelope glycoprotein expressed in Pichia pastoris for developing a subunit
vaccine against DV infection. [Methods] The D2V rEgp expressed by the yeast cells was concentrat-
ed by ultrafiliration and then purified by passing a metal-chelating affinity chromatographic
(MCAC) column. The property of the resultant protein was analyzed by dot blotting and Western
blotting using QIA express anti-His antibodies and D2V E-specific McAb. The reactivity of the puri-
fied tEgp was also identified using different DV McAb by solid-phase ELISA. Aalysis of glycosyla-
tion of purified recombinant E protein was performed by endoglycosidase H treatment. Mice immu-
nized with the purified rEgp was detected its responsible antibody. [Results] The purified E-poly
(His) -tagged fusion protein with a molecular size of approx. 69 x 10° was obtained from the ex-
pressed product using MCAC. The purified rEgp could bind specifically to His antibody and an-
ti-D2V E-McAb in dot-blot and western-blot assay. This purified rEgp was able to bind with mouse
polyclonal D2V antibody and anti-D2V E-McAb in solid-phase ELISA. Treatment with endoglycosi-
dase H showed that the recombinant E protein was modified by the addition of short mannose
chains via N-linked glycosylation. Immunization of mice with the purified rEgp produced high lev-
els of anti- D2V antibody response. [Conclusions] This study shows that the affinity-purified E glyco-

protein is D2V type specific and retained its immunoreactivity and immunogenicity.
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Fig. 1  SDS-PAGE of expressed D2V Egp before and after
MCAC purification
[: purified tEgp by MCAC; 2: expressed supernatant; 3: sample

after ultrafiltration; 4: Pichia cell lysate; M: markers
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Fig. 2 Western blotting of the purified rEgp with an-

ti-D2V E McAb

M: marker; 1: purified tEgp; 2. negative control

Ab of different dilution

Ab type
1:10 1:20 1: 40 1: 80 1: 160 1:320 1: 640 1:1 280

1E - N

2E + + + + + + + +
NS1 - N

PA + + + + + + + -
3E - - N

4E - N

1E: D1V E-McAb; 2E: D2V E-McAb; NSI: D2V NS1-McAb; PA: D2V polyclonal Ab; 3E: D3V E-McAb; 4E: D4V E-McAb, +: positive

value, -: negative value, N: no detect, Blank: PBS, Negative control: normal mouse sera
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Table 2 Antibody response in mice vaccinated by purified rEgp

Immunized sera of different dilution

Ag type
1: 10 1:20 1:40 1: 80 1:160 1:320 1: 640 1: 1280 1:2 560
D1V + + + + + - - - N
D2V + + + + + + + + N
rEgp + + + + + + + + N
Ag coated 1pg/well, +: positive value, —: negative value, N: no detect
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