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[ Abstract] Objective To get the gene encoding extracellular domains of gB protein of B virus and analyze its
expression in the eukaryocyte cell. Methods synthesizing gene fragment encoding extracellular domains of gB protein of
B virus was by using synthesis gene, then digested with the restriction endonucleases BamH I and Not I and inserted into
eukaryotic expressing vector pEGFP-N3. pEGFP-N3-GB, was transfected into 293 cells. After protein extraction, the
expression of gene was detcted by western blotting, and the cellular localization of the gene was analyzed by
immunofluorescence and laser scanning confocal microscopy. Results pEGFP-N3-GB, were expressed in 293 cells and on
the cell membrane. Conclusion  eukaryotic expressing system can produce specific antigen recombination protein of B
virus gB protein and express on the cell membrane.
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PEHGIK ] 100% ', AR SZI T oB B R A 1 3R A
JPHNHEAT T A, B IRER RN (1 oB I (E 5K,
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U 4 G328 U R S I B | SR LA 7= A B AR A
BRI AR S50 R FHSE R A i 7
B AN X B F R 81, LIRS AR, AT
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A MHC %3 ¥ Mamu-B * 007 :03 JEHF5] . E4
WIS T Mye bRESHFEN FE 51, IS T
Kl ¢B 2 (1 AR X FRE 1 L

1 #EITE

L1 ##

PrAk B RS HE A (42 B2 2 Lo Be 52 4 5
Yoo )  DHS o B2 2SR JTORE [T &
e Bk i F & . DNA Marker 2000, DNA  Marker
10000 \2xTaqmix ¥ A b 5t A EA Y A\l T4 &
FERE PRAIE N VIS BamH 1 F1 Not 1 %5, 1 NEB
], BRG] Lipofectamine 2000 4 H Invitrogen
oAl ARG SRR H Hyclone 23 F], Myc R4
— U H AB-mart 22 F , BRI A ALY R IC AT L
FHUNR 1gG, 1 A R B M AT,

1.2 FHiE
1.2.1 B REFEEMK
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G FEFHIRTIA MHC 431 —Be 781, Al gB
FPANTEAMIIRER T KR SRS A 5 BP9 5 1 S
FeoliEeik, TEF 8 s i A BamHIF NotigUI iz
Mo BHUFHEKE R 1762 bp, 4 M ¢B, . RIG

R oB . FE R AYBRIE 81, BT TR oB 3L R A %52
5191, U519 5 - ggeccctegttecgettetecte-3 ", N iiES |
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T AR R TR 5 ol AR h ) s . 5 B
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YIS T4 & e W oE A7 % 42, i - Wi e
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1.2.3 205 3% R0 R A R ) G

HEH 10% g4 17 1) DMEM T 37°C 5%
CO2 KEFRAA 4% 293 40, 510 F 6 fLik, 256 fL
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1.2.4 Western blot Hy5 I35 S 56
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PAGE & 1 HL Uk, R J5 % % 3| PVDF & b it 47
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WEPT R — e, =W E 2 h, H TBST 2 vpil i
W 3 YR I K G 0 F I = AT X6 H B
B,
1.2.5 Al A S0

HEEEEFE 24 h 5, R 4% £ B WS [E 2 15
min XTI HEFT [ 5E , 0. 3% Triton X-100 & LA FE
TA 10% () BSA P15 FHF B myc #325—$0, FITC
(fluorescein isothiocyanate isomer 1, 57 MR 2¢ 6
F) IO, HAEMWE N 1 ug/mL [ Rase (1
mL/fL) Ik RNA 285 A P1,600 uL 44£7 10 min,
SRIGIMABT S GIR K 5 [, 181 52 R, 5 R

AR A I S, s Fr R
2 R

2.1 EREHERST

FIFH BamH 1 F1 Not 1 Xt B, 3 P17 1) 45
E GBI HB B (B 1) o FER R BER/ME 1000 bp
~2000 bp Z[H], SHUHLEIR 1762 bp FEAAALT
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2000bp

1000bp

4 :M:2000 DNA marker; 154 Jfik; PMD18-T-gB .
) BamH 1 Fl Nov 1 SUBEIZE HE,
B 1 FE4Fk PMDIS-T-gB . MUY %5
Note: M:2000DNA marker;1; the product of recombinant plasmid
PMD18-T-gB 4 digestion with BamH 1 and Not I .

Fig.1 Enzyme digestion analyses of the recombinant

plasmid PMD18-T-gB

2.2 pEGFP-N3-gB,  EHRMMIEER T
1 gB , WEEPRG iU Bk VI FIH] T4 % 4%
FitpKs Fr B2 1) 3% 45 8] pEGFP-N3 484K . B3 )a =
Yyt Ae 3] DHS o JERSZ 40, FH PCR A9 5 ¥43% 4 FH
PETCRE , XF T PCRFH P A BORL, 1 FH e U0 1) 5 12 3

=
—i‘%g e ( ré—] 2 ) o
M 1
6000bp
-150(][} hp
3000bp
750bp 2000bp
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A B

TE:A(PCR) M:DNA G-Fidprifii;1 H4LGAL
pEGFP-N3-GB . i) PCR %87 4521 ;
B( 1)) M: DNA 43 F it bifi ;2 B4 ikl pEGFP-N3-GB
(49 BamH 1 Fl Not 1 XUEFYI%%
2 H4FR pEGFP-N3-GB , PCR U U] % 5
Note : A(PCR)M:DNA molecular standard ;
1 :the PCR product of recombinant plasmid pEGFP-N3-GB . ;
B(digestion) M DNA molecular standard ;
2 :the product of enzyme digestion with BamH | and Not I .
Fig.2 Enzyme digestion analyses of the
recombinant plasmid pEGFP-N3-GB .

2.3 pEGFP-N3-gB_ ] Western-Blot £ 7E
F)FH Western-Blot X pEGFP-N3-¢gB Y 2% 3k 1
BLHEATSE E . R A T K/ A 65.2 x 107,

Western-Blot 255 g7 H 09485 H 0 T 8 K /MEIE 70
x10° (1 3) , 5LEF 65. 2 x 107 FEAFFT

[ 2 M

TOX10°

55X 10°

T2 1. JBUKL pEGFP-N3 X I ;2. 41 iUk pEGFP-N3-gB
B FIERIK M I T i BRI
B3 H4HFk pEGFP-N3-¢B , ¥ western-blot 43#
Note ;1. pEGFP-N3 plasmid control ;2. protein
express of recombinant pEGFP-N3-gB .. plasmid.

Fig.3 Wsetern-blot analysis of the recombinant
plasmid pEGFP-N3-¢B .
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