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7 Temific A AIE KRB DI # C12,C44 Wdk, X AMAH. PEG L4 LT B DNA. 4
R B W U, LABR H kN UOREAS LD 0 Sh, B R DI B LA 0.8% BiAG B AE BT ik
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B4 (=187 A 2%, 1995).
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HWHEDNAFRICHSNEA ShMETHE 2 M 3t 5. 83324821 25). 4Rl
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H 4 BN T B ES B AL Q0T o HE BB . HHNBY DNA 0.5ng/uls 6.25 % 10 “ng/ pl.
7.81 x 10 'ng/uli H¥F B “1 3 L 3.75 x 10'ng/ply 4.69 x 10'ng/pl. S8.59ng/ul; fEIE
SFEFAH LA 3.75 % 10'ng/pl. 4.69 % 10°ng/pl. SK.59ng/pl; i HEEF DNA 2 Ong/pl,
1.0 ng/ul; 0.5ng/pl.
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DETECTION OF HYPODERMAL AND HEMATOPOIETIC NECROSIS
BACULOVIRUS (HHNBYV) BY DIG-DNA PROBE DOT-BLOT
HYBRIDIZATION

SHI Cheng-yin, SONG Xiao-ling, HUANG Jie, YANG Cong—hai

(Yellow Sea Fisheries Research Institute, Chinese Academy of Fishery Sciences, Marine cultural Disease &

Ecology Luboratory, Minisiry of Agriculture, Qingdao, 266071)

Abstract Diseased shrimps, Peneaus chinensis, were collected during an occurrence of explosive
epidemic disease at a shrimp farm of Chengyang, Qingdao in July 1995. The hypodermal and
hematopoietic necrosis baculovirus (HHNBV) was isolated from these shrimps. Two different
digoxigenin (DIG) labeled DNA probes were constructed. The sensitivity and specificity of these

probes were detected by DNA dot-blot hybridization assay. The results show that the sensitivity was
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62.5pg to HHNBV DNA; these probes were able to hybrdize with 469ng stomach tissues of
HHNBV-infected Penueus chinensis, but not with HHNBV-uninfected P. chinensis tissues and DNA.
These probes were used to detect the shrimps in diseased ponds and an urgent harvest pond in
1997. The detecting results were intensely positive. In contrast to PCR method, DIG DNA probe
dot-blot hybridization had less procedures, which only needs simple reagents and apparatus, can
detect hundreds specimen at one time, and there is no need to extract DNA from specimen. So it
was easy 1o use. We have made a kind of dot-blot hybndization kit for HHNBV. As probes were
easily synthesized the method of DNA probe can spread more easily than anti-serum method.
Compared with PCR method, the DNA probe method has a lower sensitivity but higher specificity.
The sequences of HHNBV DNA in clone Cl2 and C44 were known. We have designed several
pairs of PCR primers according of these sequences. So we can amplify HHNBV DNA segments in
specimen with PCR, then hybridize those products with DNA probe. The sensitivity would highly
increase and the specificity remains well. So these DIG labeled DNA probes have a high—applied
value in detecting HHNBV, diagnosing explosive epidemic disease and specific pathogen resistant
(SPR) shrimp breeding.
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