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In vitro influences of infectious spleen and
kidney necrosis virus (ISKNV), ConA and LPS on
the pronephric lymphocytes from Siniperca chuatsi
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Abstract: In vitro, the influences of ISKNV, concanavallin A (ConA) and lipopolysaccharide (LPS) on the
pronephric lymphocytes from healthy mandarin fish Siniperca chuatsi and survivors for 30d or 60d infected from
ISKNV were determined by the MTT colorimetric assay method. The results showed that the pronephric
lymphocytes from healthy mandarin fish proliferated in response to ConA and LPS, not to ISKNV. However,
ISKNV were effective to suppress the function of ConA. The pronephric lymphocytes from mandarin fish
surviving for 30d or 60d from ISKNV did not proliferate in response to ConA and LPS, and were susceptible to
ISKNV. The T cell may exist in pronephron. In addition, the healthy mandarin fish were negative and the fish
surviving from ISKNV 30d or 60d were positive in the tissues of spleen, kidney and heart in part by PCR assays
for ISKNV DNA. ISKNV was latent in survivors.
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proliferation; PCR assays for ISKNV

H I B A% B A (Iridoviridae) 7 A #H BB MR E B ML L GRS 1 AR PR ERLAXD, &
ATERHE B RARERVIERERTHEEIRE MARLEEREMNARKEN, E+IL
Ek, ALNNBREREHFCEANFEEALENTFL AL P RERT, BLEIT, HREE 100 L7
BRPREFTEREROEED, EXERERPREESIERAERLWIERERBEL
HrEDR, ERENFREEAED, MEESYHRET R ER R Y% 8K (Siniperca chuatsi ) 1 V3 31
3R, Bl EARRIE T ERRENE, FUANER) RESRRNEIERE, WS, BHgs
HOHE I REREHANE R SR ET U RS T AV EEE T TR, AV LRSS
B FEES R R A MR MU T, fr & 0 15 R 8 S SRBE RS 35 (ISKNV) . 1B 88 7wt 2 10
& B E A REURBEN BN EE TR, .

ZA3CH F ISKNV., ConA #1 LPS X R MR LG HFEHEN L BEMHEAROIERT T oEm
FOUUKHEBIM ISKNV PCR BT FEXN B FEHR G ABEALAH#HT TR, XX F 7T %
ISKNV X 8 6o % I RE R i AR A — 2 R X,

1 K5I

1.1 L8

MRS AT ISKNV ZR LW ARETHFEMBA, RE TR 100g, HHETAHAEH KL
FOAESSEFIEK,BEN26C, SRR 1% HFEENREEAY, —AB,AX8%, ANAH
PCR #1177 5150, BEAL M B8 & ISKNV FREJG , I F A%,

BREAEFR - AANLRBEHNERL T B BRE, FES% k(7] RS 5d, Bk
ISKNV 4EARHT 48h PREMRE ISCHRERE 2 AEH AR RLHILT-HEA 48h HFABE 8CTHH, LR
LA R, £28CTHHIFM30d M 60d 5, A TALE., A/, BEFESSFRENRELOHEER
St B4,

1.2 dgifbiREsEs TR &

BPEFET- A LR ISKNV MBI BRI S , A ¥R EX B A AT REREH A KE
50% LA & o 4R A AL S BT RE 4 CAI %K e , A KB PBS(pH 7.2, 500 TU-mL~'%F ZE £ # 500pg - mL~!
B 10(w/VRBEHA ACHKEFRR . KEBBSERT 4,3 000g .0 10min; B F &
#, T 4,6 000g &> 20min; HIFRED 0.45:m #IREE , F 47,20 000g &0 1h, VIEE T EH
THEPBS(pH7.2)%. BRERBBE T AEEEREE (30% .40% .50% .55% F1 60% ) L, F 4T,
60 000gBS L> 1.5h, BUZERE BE A 55% 1 60% Z Al IR T4 5 T 4°C,20 000g B5.0» 45min, FT3E B A 44k 49
WEET. MENREETLENIE PBS(pH 7.2)%,

1.3 L'EHBHRYSE

FESEE([8]. /7 FIBERBEARL S HERE N, H 0.05% 1 MS - 222 iBEE , 1R BN
B#bku, Ak BrmE, R 702 WERRENEEE, TEREAFARIIAEK LMK T
EZEYIIT, B 3k B A RPMIL640 55 & (B Z A 100 U EB R M 100pg B XK, 10 IU HFEH)
o FIIRFLEK LT By HE 557 AT 200 B AN M S, F 4T, 800 r-min~ B[ 10min, YT 413
BT RPMIL640 BE3R B, 3L Bk B 40 L 7E Ficoll-paque PLUS( L &N 1.077g-mL 1) 423 Bk 4%
B, BN ESIH T RPMI1640 B3R YE 2 WG, B T2 52 (RPMI1640, & S0IU-mL ™' H5E
.50 pg-mL EEE A S0pg- mL- FIRE R, 10% I 2F M7, 0. 5% {8 B 8% 1M 75 , 20pmol HEPES,
50pmol mL " 'ZE ZBE)H1,0.4% K & Bk TR R Y B TS UM AE 95% A b, VA IR O 1 x 10°
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A emL ! R 8L B B A RE R A 2] 96 FLAMIE SR T, Bl 100pL.

1.4 MHEHBEINEL R T

£ B S0 B £ Y Sk B O S 4R A 4 4L 7% B8 L ConA L LPS. (ConA + Zifb35 %) % 4 MRIE Y. difbis
FERAEI AR 100 f559 4 1L % B & 100 pL; ConA(Sigma) ¥ E 4 64 pg+-mL ™! (F RPMI1640 Bt
Hl), BFLANA 100 pL; LPS ¥ E A 160 pg-mL~'(F PMII640 FL#l) , L0 A 100 pL; (ConA + ZifL
W8 MIIMA ConA(WEE N 64 pg-mL~')100 pL #5312 h 5, BA 1 pL iR TR R, B
FIBE 8 N FATHL . FiXTHEAMA 100 pL ) RPMI1640 H 55,
1.5 MTT 280 2 40 B e fk B

e F MTT B8 B 7 VU 52 Sk 1B 5 0 O 45 A R v D00 o ZE 9 5 40 O A 25 R ALV B 5, 3%
FRBA CO, BEFH (2.5% CO,, BEH 25T MAMME ) H#E57,62 hJ5 , BFLIMA MIT % (Sigma,
S mg-mL "' FIJGH PBS Bih)50 pL, 482555 4 h, SRR T 4 T,1 500 r-min~ 8.0 10 min, X 1¥F
W, ZILINA 10% SDS % 100 L, 35 =M A B AR 1Y (Bio-RAD 50 &) -l & OD {E(570 nm ),
1.6 PCR /5 0 {2 5R 88 F1 Bk 44 J5 FE1 1 8

EERBERARNERREFEANLER, oA EarFE EE KT 5T 8.5 0. %
Fig 7 5 4 4, 0 3K 8 A U R S ISKNV, £ % ISKNV £ PCR 4 0 77 5 i 82 7 it X g 205!
By, ALBRAERENE, FHAMNE DNA AT PCR &M AR, R A5 miE, Z B i
EEXEKEE,FT-200C, HITEISIPEEMN ISKNV i DNA F145: 74538 187bp B B, UK R
7 25uL, B HEAR DNA $b, &7 10 mmol+L ™' Tris-HCI{pH 8.9), 50 mmol-mL~' KCl, 0.1% Triton-
100, 1.5 mmol*L~! MgCl,, 0.2 mmol*L~! dNTP, 10 pmol-L~'5|#J,1 » Taq DNA R 48, EE %
T R R P& R 95 THIALHE 2 min, #17 30 MEI, B MER M HE 94T 30s,55C
30s,72C1 min, B 5EHT ,72CH 4 ZEfH 10 min, B 5 pL R AE 0.8 % BRAsHE SR - B Dk IR %%,

1.7 BEMLHE
ZERHERE + FRHEE, P <0.05M P <0.001 NHEERELERAREELER,

2 iR

2.1 fBRESRLE % E 4R 1L

FEBEERAT, SxF R4, 25 TR ConA 1 LPS #8274 A I8 Y , 669 B35 89 RIB k B i
E 40 g B9 3 4k, B ConA ROYEFIEL 1LPS EANA 85, T A A4k F 5 28 BT 50 20 380, ok 2 4 R Ay e AL
BAHAEA B S ibmEMAZIC B ConA R THMKEFMGE, BEIK T ConA K/ERA, B ALK
H ARSI H ConA B E 4B A FIL(E 1),
2.2 ISKNV BRI E T SR E 4l 5210

5ERESMA L, 4 R BRRR, ConA f LPS X F ISKNV BEH /5 1% 30d 5 60d H 8K, A& —
BROREY  EHMER S BAML, BEE; AR EE FHE - ENRABEAER B
2)o
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1 EBAERS T ARRMD ' 2 EBERSTARRMY X ERE
33 Sz e Yakn) ot gid: ol Ak 30d Fl 60d FI 8K ) Sk ' K B 440 O 4L B B T
Fig.1 In vitro the influences of different mitgens on ) Fig.2 In vitro the influences of mitgens on
pronephric lymphocytes pronephric lymphocytes from S. chuatsi
from healthy S. chuatsi surviving from ISKNV for 30d and 60d
WAL AP+ iR ,n=7, xR P<0.05 BRI+ tr X n=T
2.3 PCR Kl

Xt TR R0, BT A BRI 45 R D A . T TR R AF T 30d B 60d B, BELRE | Sk B A G R
BRI S5 2R 100% 9 B 5 30400 RE AR T 45 SR 0 PR (3R 1) o

F1 EEMNISKNVBLEHEANENEL PCREAER ,
Tab.1 The results of PCR assays for ISKNV in the tissues from healthy and
surviving from ISKNV for 30d or 60d S. chuatsi
HALZK
e R OEEE O KE OB S 33 B i}
e R 7 0/7 0/7 0/7 0/7 0/7 0/7 0/7 0/7 0/7

MRS A5 30d B9 5 5/5 0/5 5/5 5/5 2/5 0/5 0/5 0/5 0/5
BRJGTFTE 60d B 5 5/5 0/5  5/5 5/5 1/5 0/5 0/5 0/5 0/5

K BN

3 it

FA BNt (adaptive) R LMY — N EBERERKAZRETHFENRCHARMEERE
B, ARREAXFEERERIFAS Y, %0 — P 5t 0 42 00 B 41 K 82X ConA
0 LPS BRI B A MIZETHRE EH S T PL3h i T 4080F0 B i), BAESE Rl a%
B9k BAR X T B AL R0 B B2, SCIR S SR RO, (R B AR A9 3L W K S 48U ZE ConA 1 LPS HYRIMC T
feepi A, 5 E MR —B, X T ISKNV B J5 B 715 8, Sk E R E 408 E0 % ConA #1 LPS R
HIMAR R, T ISKNV A —EHFEM , X — %R 5 H M — 2 REH Ll Estepa A Coll™ it 7 B R
AT, W 3t i 26 40 i A %5 28 (VHS V) B3 5 7718 1 48 AU 885 Wk B2 40 /i, Xt T ConA 01 LPS
R, REBT IR A, EHRX VHSV MR LT Rk, BINEH, VHSV B —F BB RE AR
W ES B P 7 1) . ISKINV o T Ry 9 M 1 8 O A 2 1 4L 48, 4B ISKINV /BB 78 £ 401 ML B TR R
B, ALRHERBRALNRBEEERET, BBMH Cona WHEAER. X485
Siwicki SIS —FMITERBHELRE R B ERFNHERGRETRERHER.

PCR MR B S5 R R0, RREE AN, H— S HETRIONERERN TR, X T ISKNV BRR
JEFETE 30d #0 60d 9K , £ 8 7E & RE A0 A A B R 00 BE R AR T B ISKNV R 7E . X L4 41 R 9
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ISKNV EZRY A 210, bt By biF 58 7 ISKNV 7E SR Ik Y FE7E AR Rt . {0 T 18 58 703X
HAPREFBRPUENRBRTHFLE. XTEREHBRROEREHRERRBEAFEARA -
Hy%5 R, Whittington %5615 i Xt T S BT S 90, A RRY: EHNV J5 2~ 4 A SN AKKEREY
FHARGEMXFRE &AL E H BHNV, R EEX R R B R R R M F7E . T Langdon A1
Humphrey! ™A 75X Fi A 5 SR EHNV JS 7% B 853818 T —E R ¥ a8, SR ik B i
FH HERRERARTHEH R RSN BRI, Kurita 208157 F PCR T 778, A 88 MO B 1 5
RSIV 3 ™ A J& B B85 19 B i 20 21 R K I 2005 2 DNA M7, #F— 2050 ISKNV S P R R 3o
X FEFFENIEEERE L, A
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