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Abstract

od] EO gene whose full length was 681 bp fragment was cloned by PCR,and then a recombinant plasmid was constructed with eukaryotic expres-
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[ Objective | The aim was to study the characteristic how gene EQ of classical swine fever virus (CSFV) expressed in PK-15. [ Meth-

sion vector of pEGFP-C1 ,double enzyme digestion was conducted. [ Result] A recombinant plasmid pEGFP-EQ was sucessfully constructed, by re-
striction enzyme digestion,PCR identification and sequencing,the size of the target gene and insertion position was determined and was right, then
recombinant plasmid were transformed into pig kidney-derived cells PK-15 by the Lipofecta mine 2000 transfection kit , after transfection 48h, man-
y cells showed green fluorescence under a fluorescence microscope ,which indicated the transfection was successful. After screening by geneticin,
there were still green fluorescent cells under the fluorescence microscope,which indicated that the recombinant fusion protein of pEGFP-EO was
expressed in the cell PK-15. [ Conclusion] The obtain of expressing recombinant fusion protein of cell clones lay a foundation for further mass pro-

duction of soluble glycoprotein EQ,preparing its monoclonal antibody epitope screening and researching the biological function of protein EO.

Key words

$895 (Classical swine fever, CSF) 2 i J#J5 /% 3 ( Classical
swine fever virus, CSFV ) 5 [R5 A0 —Fh i b v | BvEMEA%
Lo, I PR - DA R B B2 JER R R S s A s i a5y 32
iE s RS T UK B A L Yes, 3k [ty
HA R — 2B YL . FEIRNS 55 2 #0055 FH ( Flaviviridae ) 97
PG 75 (Pestivirus ) , H B IR IEAE RNA 575, HE DK 20 4 7
I A ZRE N, So0m 140 MOF B8 2 RG240 5 772 4 Fhd
I (C(pl4) (EO(gpdd/48) E1(gp33) Fll E2(gp55)) Fl 7
Fi R 25+ & 11 (N™ p7, NS2-3, NS4A | NS4B, NS5A F
NS5B) ™', CSFV [ RIEHLIE ST WL T 7= A 5 %) 454 2 14
E2 EO FIEZ5 R 11 NS2-3 fudeik™

EO /& CSFV (— My bR & A, ik = v
APLi, HyUsitE s B2 # HOZRES AL = B AR 4 1 s
TS R R H, EO B 5 ORF H' GLul68-ALa494
RS A9 A TRERERLAL A 5 B AL AT R 19 40 T i
O30 25,7 ku Fl 44 ~48 ku'® . EO RME——ANTT RIS F]
BIELG TE L A 20 M B 3 v s B EE 7 . Shen 21
W5 EO n] BRAIAE S e 04 15 5 A i rh A A nf
PAFRH TR R e s (2t o R A L A 58 1 EO
A E2 AT RPN I, B0 A E2 2 55 R W] A4 41 il 3% 1
ZARNE SIS f ) Sl it B0 M A B4, A 2 40 i

E&WHE
EEEN

B R B AAFELMA (31172331),

AEA(1972- ), B, TadmA, sl #iz, L, M4 5
Wi KNEDTF i F A B MR R, « BiRAEH,
o M M EAFIF ANES T RAEFHRT,

Wi EE 2016-03-11

CSFV; EO protein; Enhanced green fluorescent protein; PK-15 cell

LI AN AR RN GRS EO (M EIERRT S ity 2
(IR T I E AR~ o N, EO J& B iA SR i) 22
HEAZ— BEFREBELER PK-15 g1 1E R BHE
JeE EO MEER 035 R G0, KPR 2 EO JEPITE PK-15 41
ML A TR R TR VIS8 , BTN EO J 5E A KR T
TR P A S R 7 R, B kA

1 #RE5FHZE

L1 ##

L1145k, PK-15 ik A R4 Aol B2 b gk
M AR S ol H S 5 FAZ R IR AR pEGFP-C 1l H
e KRB EAE, A H AR E0 fr By pET28a-E0
(BL21) B KRN I 5 Bl 2 S 2 (AT

1.1.2 T HE K5, Bkl DNA 4fifbid 7] &, & TaKaRa
N2 b s Lipofecta mine 2000 i3] 6} invitrogen 23 7] 72 i 5
JiG4 ML A1 DMEM 85573, 1 5 Gibeo 23 ] 5 il 1 Y 55 57 5
9 DMEM (5 10% fa 2 105 B R H 85 R ) B st,
B NaHCO, 755 pH 22 7.0 , BRI PEN DIBG Xhol F Kpnl
PLKCT, 4R, 40 H TaKaRa 2],

L1.3 fU&s. TP-214 J3Hr K1, By 3 [E Denver 23 W) 7 i 5
mini-PROTEAN Tetra System FLJK{Y .GeL Doc™ XR + HEREAL
1B R4, 335 E Bio-Rad 23 &) i ; NanoDrop 2000¢ 43 &
i1 .Barnstead Nanopure #3 4l 7K 1%, 2 2€ [E Thermo 2\ &) 7= it ;
CMAG HS4 g 77 B #1485 , o8 IKA 23 6] 77 i H1650-
W & 2m BB OAIL, S W R AL S0 Z AR TT A R W] 7
it s WD-9405B BUK P4 IR, AL st 7S — AR 7™ il B AT



44 %10 #1

RAFR%F HEmHEERaLPK-IS vaskk 557 161

4% MD25, Ryt st 23 R R A BR S | 7= i IXT1 45 B X o8
SIS, S H AR OLYMPUS A 7] 7

1.2 7%

1.2.1 5¥iit. 4% GenBank $idf g v A & R M 5490
JwEE FO 74, #) ] Primer Premier 5.0 %1543 3% EO ¥
), F T8 F B 681 bp, B RS 1. BWESIMF N
5 A CTCGAGCTGAAAATATAACTCAATGGAACCTGAGT-
GACAACG 3'Hy 53 &4 Xhol BN A, FIESIH R N S'A
GGTACCGGCATAAGCGCCAAACCAGGTTTT 3’ ) 5' 3 &5 45
Kpnl FHI 5

1.2.2 R E, DIREUE pET28a-E0 K 20 DNA S
B, UL E/R 5|y, P 3% B0 BL 1A, 0] 50 pL & & hom A
ExTaq [iff 25 pL 5149745 0.5 pL B 1 L, SRJ5 sk #h
250 wL, PCR F4/5 47:95 CASME 5 min;94 °C 45 5,51 C 45
$,72 °C 90 5,32 AMJEH ;72 °C HE{# 7 min,

1.2.3  FEA TR A E, 1% (30 I R 58 B FL Tk A T
PCR 774, - F] DNA glifb [l & el 4lifk 681 bp f) EO
LR F B O BEIEAT BRI B IR FL UK, S5 a2 T SR
1EAf, L Xhol FI Kpnd 2 /Bl 4 U1 i [ st Xof 2 44 1 EO
FBEiEA T SUREY) , WO S P A TS IR A Fh K R Dk I
DNA 4fifb [T & I, 1 T, Sl A T3 I I, 4
ZAF R 4 CH IR N7 A S E . coli DH5 o J&AZ 2541
J b e S Amp (19 LB 85535 35657 A1 Bk ERBH 4 20 e e, % i
B4 BIMEAT PCR %52 DU D) S5 2 , 265 5 B i 2% 22 2 )
Fo JEK R ) LRI A 4% A pEGFP-EO

1.2.4  PK-15 495, SR DNA 4l fb ik & 41k
pEGFP-EO ki) Lk yu ], A s 8 UG , #E17 44,
HRAE 12 FLAR K i AR /N, 5 LA 5 x 10° A4, &l 4 L, % hm
DMEM 5¢ 4B 52540 5 3 mL, 33 3% 37 5 40 M0 25 1 90% L)
[, DMEM R5E4 1G5 S sh vk 4L fJa, BALIMA 2 mL
DMEM , #5604 , A Wi h 240 pL DMEM + 10 pL g5 {k
2000, B #4230 pL DMEM + 20 pL(4 pg) ks, 4% A iR
AR ERACE 5 min 5, FOK A WLB IR S), EIRAUE 20
min, PEEEYSRATE AR L, R0

1.2.5 G418 fifik. %YL 6 h J5 MEIFiC LI, ¥
YRR FRILE R S IR L Y 48 h 5 Tl G418 i
BERG IR, 3 TR 40 0 G418 i 5k e i Ok 600 pg/mlL,
3~5d W 1 URIHE R FR I LA 25 50T 200 i H 40 e
Fo 2921 d JEEDOGEE BT T WS4 EHEIL

2 BEREHH

2.1 #FHEHE  PCR P H47=44id 1% Biflg s e vk , 78
681 bp Z& A7 A7 B H PR S Fr B, S TS R — 5 ik
F B BRI A pEGFP-C1 AT XUEHY) 58 (| 1),
AS T H 4 TR pEGFP-EO, 48 Xhol FiI Kpnl XU, A] 3%
3681 bp 2247 RS R B (18]2) ; L pEGFP-EO S5k, LA
F/R A5, al 4 451 681 bp K/ Be (18 3) o HE4H Bk
20 P26 52, O KL R 58 78 PR IE 28 AF , 26 WY 4 2 A A
eI

ML 1 2 M2
15 000 bp
10 000 bp
2 000 bp 5 000 bp
1 000 bp 1 000 bp
750 bp
500 bp

250 bp 250 bp

100 bp

#E:M1. DL2 000 Marker; 1. EO JE[H A XUEEVI =4 ;2. 344K pEGFP-
C1 W] P=4) ; M2. DL 15 000 Marker.

Note:MI. DI2 000 Marker; 1. Double enzyme digestion of EO gene;
2. Double enzyme digestion of vector pEGFP-C1; M2. DL 15 000
Marker.

Bl 1 H#fk pEGFP-C1 #15ThL E0 BB 1T WEE Y] 5%

Fig.1 The double enzyme digestion and connection of pEGFP

C1 and E0 plasmid

2 000 bp

1 000 bp
750 bp

500 bp

250 bp

100 bp

LE: M. DI2000 Marker; 1. 520 ORI XUAFIT ) o
Note : M. DIL2000 Marker; 1. Double enzyme digestion of recombinant
plasmid.
B2 EARK pEGFP-E0 FINEYILEE
Fig.2 Double digestion of recombinant plasmid pEGFP - E0
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Fig. 3 The PCR identification of recombinant plasmid pEGFP-E0
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Fig.4 The fluorescence phenomenon after transfection 6 h( A) ,fluorescence phenomenon in the process of transfection(B) ,final filtered PK

15 cells stable transfected with recombinant plasmid(C)
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Fig. 7 Landscape lamp of swan

3.6.2 HYBO IR AR BN G N . R SRR
UGRS3 S DTG 7 S S A el € ) B BT R
A A U EN SR EAR . AR 5 M BE T SE BT R e
GRIELE , B SR GE UR B RAP DA S AT o TEmRBIH £,
KSRV AR SO, LARRR FH £ 25 ot R LA
L FUSRAEZS A AN MRS R Sl , 0 AL A 7 e 4 T
Bt A ) SEOWAEZE B 5 A st S P A SCAR M ARRAE , OB IS
WS e By TR AR b
4 4hiE

BRI ASE AR AL T A — ST s T T AR
R TR AIE GBS A, QR S TR
— R TR, A TR 5T, 9K AF-FHIR TG o
S LAREIZAE SO BT b FE 4 s D G, (A BRI ol A, 25
M SR R SCAAEARAIE , DT 2 5 00370 I f) ] SRU3 A A

8 BESENLT

Fig. 8 Landscape lamp of white crane
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