BMEESRR 2016,47(5) .970-977

Acta Veterinaria et Zootechnica Sinica

doi: 10.11843/j. issn. 0366-6964. 2016. 05. 014

BfmyimE NS1 EEHRRIEK ELISA
¥l 77 A Wy 3 AL

RER . EFER . EHW RS RER T AH
LR R SR B 48 %2 27101852, 11K 36 408 B L 5 B - b7 261061)

 OE: O T HEAL AT N R CTMU V) B S FE BL R K60 2k, L TMUV NS A JF % 32 38 3R H 7R 0 0 i
B, ST T A ELISA J5 ¥k 1 X% 07 3 4T TR £ 1 it fk . ¥ TMUV NS1 4 5L B 7 51 5 B & pET-28a
(+) .M H BL21(DE3) &5 NS1 [ 4lifbJ5 H R B R 4. 16 pg » pL ' S H KR 82 T NSLEH W
B A 0 i Mk B 100 ng » L K0 i3 09 B AR G R A BOh 40 fi5 . RS PRI A% R 2R AT T AR AL L R AL S RO 4
T B0 Fo FE A A A 4 C AR S B AR DT A SR TR S RS2 M BE 5 000 £5,37 “CHEHT 1 by BT BH o 35 A 1
FHE R 0.278, — FRIPARIAE T80 U7 35 B R0 0 45 bk Ut 2. R A LA KA 80 4
TERE AT R G 0 4 SR R KT 1 A M (Y X R R R B R 0 4 SR A A RO 9350 L b B R G
AT S AR . Xt TMUV e i 3 1 0 35 2E AT R0, 3558 7 TMUV e J5 8 B BT 7R K 7 19 0 K B0 EE % 1
B 6 SR AL B A AR . LA NST 8 [ O A BB R Y (R #: ELISA J5 vk 19 57 A I K B TMUV i e 42 1 17—
Tl 0 TR A 7 7 DU IR AE TMUV e () 46 I 05 THT A 4 B3R )32 19 L T i 55t

KGR WG AT 56 7 s NSL 2 [ 5 ] 82 ELISA; 8 )y i

B 4% S :S858.325.3 NEKFREE A NERS: 0366-6964(2016)05-0970-08

Expression of NS1 Protein of Tembusu Virus and Development of Indirect ELISA Assay
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Abstract: In order to establish a detection method about the antibodies to Tembusu virus
(TMUV), TMUV NSI prokaryotic expression protein was used as a coating antigen and an indi-
rect ELISA method was established and optimized. TMUV NSI1 gene sequence was cloned into
pET-28a (+) and the recombinant expression vector PET-28-NS1 was developed. pET-28-NS1
was transformed into BLL21 (DE3) and the fusion protein NS1 was successfully expressed. The
NSI protein was purified with different concentrations of urea and the concentration of NS1 pro-
tein was 4. 16 pg + pL7'. According to phalanx test,the coating concentration of NS1 protein was
100 ng * cell ' and the detected serum was diluted by 40 times. The detection conditions were op-
timized and the optimized conditions were as follows. The best incubation condition was overnight
at 4 °C ;the secondary antibody was diluted by 5 000 times and incubated for 1 h at 37 °C ;the criti-
cal value of serum was 0. 278. It was verified by a series of tests that the ELISA method based on
NS1 protein had a higher specificity, sensitivity and reproducibility. Eighty serum samples collect-

ed from Shandong province were detected. The coincidence was above 93. 5% between the results
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of ELISA and conventional neutralization test. Serums in ducks infected with TMUYV were detec-

ted by the ELISA assay and dynamic changes of antibody levels were described. Prevention and

control measures of this disease can be developed according to antibody characteristics. A new

method for detecting antibodies to TMUYV is developed and will provide wide use in the early de-

tection of TMUYV.,
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M. Protein marker;1-4. BL21(DE3) containing pET-28-NS1 with inducing of IPTG for 3,4,5,6 h;5. BL21(DE3)
containing pET-28-NS1 without inducing of IPTG;6. The purified NS1 protein; 7. BL21 (DE3) containing pET-28-

NSI1 with inducing of IPTG
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Fig. 2 Identification of SDS-PAGE of NS1 protein prokaryotic expression and purification
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Table 1 Comparison of two detection assays for the detection of 120 clinical samples
77 7% Detection assay FE N 8 Total sample #6100 % FHPEFE 5 Positive sample  #630 i JHPE %/ % Positive rate
Fr F K Neutralization test 120 112 93.5
ELISA 120 115 95.8
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Table 2 Comparison of two detection assays for the detection of clinical samples(some samples)

b Samol oA B G I
ap Dample

ELISA

Neutralization test (Titer) i B Titer ODis0
1 5. 84 80 1.27
2 10. 2 40 1.43
3 17.8 80 0. 84
4 6.9 40 1.16
5 11.5 160 0.72
6 6. 31 80 0.78
7 20 160 0. 64
8 7.0 40 0.98
9 5.2 40 0. 88
10 8.3 80 1. 05
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Fig.3 Detection of antibodies to TMUYV in ducks after in-
oculation at 20 dpi
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