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W OE KBS ARSI (Singapore grouper iridovirus, SGIV) ICPI8 H:[ i B4 F ik #lk pEGFP
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SR, HFFIAERE R siRNA (siRNA-negative) BAPEXT MM L, % YL)E 24 ~48 h, 4L#J¢ siRNA-ICPIS
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Abstract: Singapore grouper iridovirus (SGIV) is a major pathogen resulting in heavy economic losses
to grouper aqﬁécultﬁre. In this study, recombant eukaryotic vector pEGFP-ICP18 which inserted with
SGIV ICP18 genye was transfected into Fathead minnow (FHM) cells, and ICP18-GFP fusion protein was
successfully expressed in FHM cells with a finely punctate cytoplasmic pattern. Candidate siRNA targe-
ting SGIV ICP18 gene (siRNA-ICP18) was designed and chemically synthesized. To investigate the in-
hibition effect of siRNA-ICP18, pEGFP-ICP18 and siRNA were co-transfected into FHM cells, and the
‘green fluorescence was observed by fluorescence microscope after transfection. The green fluorescence in
FHM cells co-transfected with pEGFP-ICP18 and siRNA-ICP18 were 60% ~80% fewer than that of neg-
ative control, which show the siRNA-ICP18 can effectively silence the extrinsic SGIV ICP18 gene in FHM
cells during 24 ~48 h after transfection.
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JE BRI, it Y HRT SGIV Y
SIEPRIENT | (RN SMERGL e 8 . B E B
FEEMREMARC AN, X SCIV HEIRELE
BB ISR

SGIV ORFO86R J&—f~a7 BI - i R0, ke
IR BRGNS 325 1 40 0 Hh e R B — 2R R A
Sz RN IR AR R B R B L 1 A AR R
ey i HA EEIhAET ™, RiE R
3BT R, SGIV ORFO86R i fidh— 4~ Jak i 4 i 2 ik
ICP18 (infected cell polypeptides 18) B [A] 5 25 b
Yy, 1CP18 RATR R RHE NG 7 B R A A% O L
Z—, AT REE G B IR B A A R b R AR
A, {H BT ICP 18 ZKIERILh B8 M A B

RNA F 3 (RNA interferencing, RNAi) &4
W AE RNA B /N 4 RNA ( small interferencing
RNA, siRNA) S5 [7) P 25 5 5 3% S5 K1 i
HIVERT, AAHA L & B R K0 BB R T e
FPOR R R — M EEF R, H A,
RNAL HRE ) Z W TREE S RE . P e E e
BRI S IBF. SOFHEA (Creen Muores.
cent protein, GFP) Xt AMMITCEEME, B AT RS
SRR BB, BEUE SRR Z M AT
SEPR TR o ARSLH SCIV ICP18 FiI GFP
FERRG KK, X SGIV ICP18 7£ FHM 41 iR
BT THESE, FEXEA A GFP 1R 4k 45 4 ¥ %k
BEAA R ) SGIV ICP18 J: K Kk Y siRNA, X
RNA THEARM 6] SCIV ICP18 L4 3% e fl & 25 H
FIRW B Ry it — 2 J@ SGIV ICP18 [ I fE FlHT
SGIV i 8 B BT T B85E T :Ail
LR
L1 8. MEFEN

NS A BE AT R B . FHM 46 . kL
pEGFP-N3 | Z /K DH5« f Ll K208 E AR )5
) R T M) Y ) 0 B S B = (R AR it o R RE R 40
B3 SCIV & DNA [ REUS I B H 4 00 k™
1.2 TEEgHXH

PrimeSTAR DNA 51, FREI 1% IR N U) i
EcoRI, Xhol, TA MG, DNA R Bealifbistn &1
H TaKaRa 2vw); Bokifdat 32 B &6 B U-gene
ONE]y M199 153EHL, JEES (& EDTA) W B Gibeo

AH); BRITEHN TR AR & (Endo-Free plas-
mid mini kit) W FH Omega 2\ 7l; #5449 5 Lipo-
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Fig. 1 Agarose gel electrophoesis of PCR

product of SGIV ICP18 gene
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2.2 ICP18-GFP B & FRIAF i
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Fig.2 Identification of the Recombinant Vector
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Fig.3 Restriction anaysis of recombinant plasmid pEGFP-ICP18
M: DL 6000 DNA #H%}43F FiEAniE; 1. pEGFP-ICP18;
2: pEGFP-ICP18 / Xhol + EcoRI ,
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Fig. 4 SGIV ICP18 fusion protein expressed by pEGFP-ICP18 in FHM cells
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Fig.5 Green fluorescence detection in FHM cells after co-transfection with siRNA and pEGFP-ICP18
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T REIEIR 22 BB SR T A MEN . B0t
HQIE»[IO—”] o

AR T 5 GFP KL L [R]— 4 A 5 2 35
JARY ICP18-GFP FiA %/, 5 siRNA-ICP18§ Fhityy
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