W36 5101 4L 7 R K S5 54 1 AAFRE R Vol. 36 No. 10
2008 4F 10 H Journal of Northwest A&F University(Nat. Sci. Ed.) Oct. 2008

BERITER EO EANEZRRERE
B3 ELISA 777 A #E 5L

= OBULKEW LK ORLERALIRE . KAL

1 PHACRBRBIE K2 S B2 B% . B ik 71210052 H S T4 SR TR0 IR 515 266032)

[(# ZE1 [EM] REBEAYP SR B0 A LV RR ORI J5 2 i — 25 JF R 2 Wil ) & Ak 5t
E0 2 A 1 e DU RE BE Skl . K07 1Y 08 06 B 2 ik FI237-E0 JEB 46 A SR A% ik 44Kk pET32a 1, LI BL21(DE3)
R W R IEATE  RIL O FRA 0 E A B His RAUZ T BEAT 240, LSRR Y His-Eo @il & B/ A2 Wit
T 3 5 R AR B SR A o AR I T A R S A S R EO BUMR R ELISA Jrvk. [45RY I 5k T CSFV Eo
FEH A RT3 R 687 bp, 4if% 229 MR ILMR . 2 His 3 FZHTAE 4k 4G U 46 24 0. 587 mg/mL; SDS-PAGE
VKGR BN, KRB E0 BASFHREA N 50.3 ku, REMWEHBEANATHEEEN . REE S REESEAK 30%;
ELISA J5 B 2 #) e (TR PR 100 ng. M3 BEAG £ 1+ 30, fE 57 9 ELISA J5 ik 5 IDEXX 2% R #9500 75 30
PRI £ M PHME A & o 92. 300 BAMERT & 3R 0 85. 7%, L4518 AL i) ELISA K J5 vk . AR AH o 7 9 i 4k
TR AL T — o A S T A I3 2 W0 5 B At Sy R — 5 I A R BT M A T 1) £ BEE T R Al

[KREiA] EOHER ; JFE &KL M ELISA

[(hFESZES] S852.6571 [x#triiam] A [XXEEHS] 1671-9387(2008)10-0024-05

Prokaryotic expression of CSFV EO protein and establishment of
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Abstract: [Objective] The study obtained expression of EO protein of CSFV to establish CSFV anti-
body serological diagnostic method,to lay a foundation for the development of diagnosis kit and research on
the immunology function of EO protein. [Method] The wild virus FJ237 EO gene was cloned into prokary-
otic expression vector pET32a. After the recombinant expression plasmids were transformed into BL21
(DE3) ,a pure recombinant His-EO protein by His affinity columns using the purified protein to coate anti-
gen. [Result] EO gene of CSFV was successfully cloned and sequenced, which contained 687 bp,SDS-PAGE elec-
trophoresis analysis detected a band of protein about 50. 3 ku in the expression product of EO gene in insect cells.
The results revealed that the EO protein could be expressed in the systems as soluble protein accounted for 30% of
whole bacterial protein. The concentration of coated antigen was 100 ng and the dilution of serum samples was

1t 30. Positive coincidence rate is 92. 3% and negative coincidence rate is 85. 7% in the method of our ex-
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periment with the kit of IDEXX. [Conclusion) The development of the CSFV indirect ELISA offered a sim-

ple and practical way for monitoring antibody of CSF ,which provides much information for a diagnosis kit.
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2.2 BHARMNHNETE

2.2.1 Fam46 PCR %2 Ll CSFV-E01.CS-

FV-E02 & 51 ¥, X+ 8 41 i ki pET-FJ237-E0 # 17
PCR $" 8, ¢ 16 1 1 % 687 bp M4 S M & (A
2), 5 i gk A —E

1 2 M

2000 bp

1000 bp
750 bp

500 bp
250 bp

100 bp

[# 2 E4H ik pET-FJ237-E0 fi§ PCR % &
M. DNA F5ift DL2000;1~2. pET-FJ237-E0 J§i ki
Fig. 2
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M. Molecular weight protein marker; 1. Induced pET32a vector control;2. Non-induced product of pET32a-E0;
3—6. Induced product of pET32a-E0(2,3,4.5 h)
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Fig. 5 Soluble test of CSFV EO protein

M. Molecular weight protein Marker; 1. Deposition of EO protein;

2—3. Suspension of EO protein;4. Induced product of pET32a-E0
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Fig. 6 Western blot analysis of expressed protein

M. Molecular weight protein Marker;1—2. EO protein
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Fig. 7 SDS-PAGE analysis of pruficated EO protein
M. Molecular weight protein Marker;1. Pruficated EO protein
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