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); (Sigma, USA).
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1.2 ELISA
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, ELISA
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2.93 g, pH 9.6) 10" 10* 10° 10* 10°

, 100 plL , CBS
;4 , PBST( 1000mL
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> >
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oD OD4920m(P)/
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1 ELISA HI 2 ELISA
ELISA(+/ ) HI(+ )
DS1 + +
DS2 . . P 0.064 3.298 0.063 2.131
N 0.058 0.043 0.049 0.064
DS3 + +
P/N 1.03 76.70 1.29 33.30
DS4 + +
+/ + +
IPS1 + +
1PS2 + +
IPS3 + + P 0.126 2.462 1.637 3.096
IPS4 + + N 0.048 0.063 0.059 0.048
HS1 P/N 2.625 39.08 27.75 64.50
HS2 +/ + + + +
HS3 : ODy920m 4 ; 1:
HS4 1000; P ODyo2om ;N ODy920m
DM2 + +
HMI /h G/ ) )
24 +
HM2
43 +
EW1
72 +
EW2 |
96" + + +
EW3 ) 96 h
EwW4 +
, OD4920m .
ELISA 55%; HI
50%; ELISA HI 6 oo 01_38492“‘“ N 0.1 ’
95%.  DSI~DS4 ,IPS1~IPS4 27 27 27pgmL”, ODsgonm
STSSSV , HS1~HS4 5%, .
, DMI DM2 , HMI 5 oa4
HM2 , EW1~EW3 STSSSV 27~2" pg'ml 10 OD4920m
CEW4 — ODyorom — ,
i+ , . : 27527 1,tg~mL"1 2712? 1,tg~mL"1
2. 2 , STSSSV 2 ( 2). ,
, ELISA ,
24h,48h, 72h y=0.558x-0.076, €))
96 h , X ELISA-OD4oonm  , 0.266=x=1.037; y
( 3): 4 Cuirus, R} =0.9968( 2(a)).
, y=1.5497x-2.7207, 2
96 h , X ELISA-OD4oonm y
, . ; R7=0.9907( 2(b)).
2.6 ELISA :
2.6.1 Ciins =2(1.5489x-2.7161),
STSSSV 2%2* ng-mL™! , X ELISA-ODyoonm  , 1.037 x=3.019.

13 , ELISA , 6 0.031~4 pg'mL™",
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b 4 b
. STSSSV 2.739x10° ’
pgmL™. 24h , ’
1.100x10* pg-mL ™. ’
, STSSSV IgY
4 STSSSV
ID ODa4920m /(ug'mL™) , 3.98 ng-mL'l.
DSl 2.692 2.739
DS2 2.379 1.957 ce
DS3 2373 1.944 .
DS5 2210 1.632 ’ ’
IPS1 1.845 1.100
PS4 2.039 1.359 ’
DLI 1.025 0.496
DL2 0.940 0.449 ELISA )
DF4 1.707 0.949 STSSSV
DF5 1.637 0.880 >
DS1~DS3 DS5 100
,IPS1 IPS4 24h 96h
100 ;DL1  DL2
1: 100 ; DF4 DF5 ’
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Development of ELISA for Quantitative Detection of Soft-shelled Turtle
Systemic Sepsis Spherical Virus (STSSSV)

XIA Xiao-lei, LI Deng-feng*, PENG Jiao, ZHOU Yong-qiang, GUO An-nan, LIU Lian-guo, CHEN Jiong
( School of Marine Sciences, Ningbo University, Ningbo 315211, China )

Abstract: Based on chicken immunoglobulin of yolk (IgY), we have developed an indirect ELISA for detection
of soft-shelled turtle systemic sepsis spherical virus (STSSSV). Chicken IgY against STSSSV is used as the
primary antibody, while an HRP conjugated goat anti-chicken IgG is used as the secondary antibody. By

comparing ELISA with hemagglutination inhibition test (HI), the linear relationship between ODg4onm values and
the dilution of STSSSV, as well as log 2 of the dilutions is established and analyzed, base on which a quantitative
ELISA is developed. The presented method has been applied to test various infected samples including sera, liver,

feces and culturing water. The results show that the minimum detection limit of the developed ELISA method is
3.98 ng'mL", and there has been no cross-reaction to other aquatic virus. The detection range of quantitative
ELISA is limited to 0.031~4 ug-mL". Sera contains the highest viral load. Even in latent period, STSSSV in sera

can be detected, which is helpful for early diagnosis.

Key words: soft-shelled turtle systemic sepsis spherical virus; IgY; ELISA; detection



