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L. —Fh R T BB A5 B DNASE 1, LR AEAE T N & K I B i BEMCP 2[Rl BE i 4]
JERE s MCPEE IR 1 B (A% B R /7 # WISEQ 1D NO. 1Ffi 7 o

2 ARYERURIEL R BT 1) K 11 22 65955 B DNASE 1 , FLARRIETE T BT IR IMCP 2L [A] F Bl it
N A BT 2], B2 KR8 855 BELMBV-CHE R 4H PCRY™ 1515 21

3 AR EL SR 1 B2 Birad (19 0K 1 38 6 i B DNAJE 1 10 1) &6 07 V%, HORFEAE T 5 an R AP IR
WK T BB A5 BEMCP 2 [R] BB A N B AR R IB AR R, 3R A5 0K 11 B 655 #E DNAZE 1 o

4 AR AR B SR 3 BT I R I B 5 FE DNAKE T 1 1) 46 7 v LR AR AE T« TR i A%
TIBHA AT 1aghn 8 ) HA% RIS FRL

5. MR HE BSR4 i 1 R 0 S 8755 5 DNAYE B 1) 1) 46 7 v, HURRAEAE T« TR i A%
FEIK SRR NpCDNAS . 1 (+) o

6 . AXH 2 3R 1R %) K 101 6 6 EE DNAJEE 1 £ 770 #0 28K 111 R i 22 97 76 H B9 B

T ARIERRI B SR T Hrad () S, HAFAELE T B BRI 3R 1T IR 1 oK 1 2 6 55 B DNARE 1y
T 3k i fg B v S 7 aRR 2, 4R 25 30 ~50ug/ B .
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—fhK O BesRESONAE S L EHBIEHEEN A

BRARGUE
[0001] A W J& T AW B 25 B AR Ak , FLARES Je—Fh oK 1 RR B 3 2 DNAE 1y L el 46 7
PRSIV R

EREA

[0002] K EEff Micropterus salmoides) ;& E VR /KFER B EL MR —, L)1
S A [ T 30 R T R A ) TR SR R AR AN W K, 20 1T AR A R T BB SR B LE 20 16 4F HE K
31.57% , HKHE VK FRIH R .

[0003] K 1 B fiy3 57 B RUABEAE AN BT 188 K, TR 11 B A5 4 5 i el 3 A 9 5 A 5 i ) 4 A ek A4
2K Bei%EE (Largermouth bass virus,LMBV) J& THL R EFHE RS BN Rz —, X
R PR o EL A A vy B B0 1 PTIE RROR SR A =i AR T3 B AT, B AR T LBV EE R A
ROGIT FEE M JCRIE , R 1) 22 5% FHOR <1 1 1 P74 e o =, B an k) 22 1) 5% L G Y 556
I, KT LMBVIE B 28 55 4 R AT AR A3 28 R k45

[0004]  [AIi, 18 D75 ZEA I L — MPEE A R P71 X LMBVER A& B 9% 1 , 3 >RB B R IT %

ZRNE

[0005] 7k W1 & L B 1 AE T 5 IRILAT BRI B 5 AN, SR 4L —Fh oK 1 22 955 B DNA
FEW o

[0006] A2 B ) 53— I M 7 T4 436 Lk k10 SEL 905 AR DNASEE 757 760 8146 7 7«

[0007) A 1) i — F A7 T-HR 8k bk k0 Sy FEDNAYE 0 L]

[0008] A& EHAYH BT T IR AR TT S5

[0009]  —Ffi ok I1 S A%9355 EEDNAJEE 1, A4 A K 11 SR 1053 8 (LMBV) RS2 88 11 (MCP) JE[H A
B EL A ks s MCPJE R v BRI AZ B Ry A1 ISEQ 1D NO. 17 o

(00101 FrARFIMCPHE D} B Al A T A3 51, BRUE MK 1 SR /5573 A2 LMBY -CHE (K 41PCR
b 1135,

(00111 Fp i ft) oK 171 2 55 23 LMBV —C 22k [A] 2H 2 il 42 K 11 22 6 5 B LMBV-CA5 21| (1 2= A 41
DNA.

[0012] |3 ke 1 S 6975 FEDNAYES 7 10 80145 7325, 03 A R 25 B f A 11 PR 95 75 (LMBY)
ARFLEE [ (ICP) JE R B A N B A% R IE B M, /A5 K 1 SR 7555 BEDNAJE 1T

[0013]  Frid i) LA RIE B AR N THF Laghn 25 1) B A% % Tk

[0014]  FR ) EAZ FIE TR AL 3% A pCDNAS . 1 (+) o

[0015] L3R ADNAE I 7E 758 £ 26K 11 SR B 27362 0

[0016] 75 it 52 FH e DNAJEE 155300 ik 5 245 597 A8 247, 2 26k FE 1 930~ 501
g/ &, Bk A40ug/ & .

[0017] AR WIAER T IA EAREA W B0 R R

[0018] 7 s W o) 45 1RO At of K I B 65 P DINAJES 15 6 S50 358 5 2 £ £ g KB 6 P e S e R e
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S G 5 S B 5 X LMBV ) CEg e 21 R 4 1) ORI ROR , S BE PR 37 383K 63 % » AT 9 J JUIDNAJE By
FELE T N B A A 77 v SR LB IR B R A} 2 A

kit =152 A

[0019] 18 FHRT-qPCRFIWestern BlotSZe 77 v2da MIMCP I Kl ik K- 25 R s I o
AANRT-qPCREGINSE SR, B yWestern Blot#allgh SRIA.

[0020] P27 5 A AIPT AR R 45 e 45 SR

[0021] W35 A 7y R 45 SR I s I v, AJ g v PR 200 e 1) R 0 5 SR 1T, B B A% 240 L 1)
For I 25 SR P, C oAk B2 200 P g s 5 SR P

[0022]  [&]4 g4 5 AH O JE IR ) ek 3 A 45 SR s I, AR I v | 4 A 25— L BI A U 245
RE L BAMMEH B AR 2= - 1B A2 R, CRR'E B A/ 2= - 1B A I 45 SR, D
D9 HR A A 2R - SR AR I 4 SR A B JRE B 4B 2= -8 AR 45 R PO Sk
I 2 A 25 -8 1R R I 5 SR AL L G oA JHF A v g O B ER] ) ke 0 5 SR ], FLOA R A v g A
SR - —a P A i 5 SR A, TR 3K v e SR S0 IR - —a ) e 0 5 SRS oM P U v s 2 2k A
Py er I 25 SR P, K B Hh Pros 25 22 (R ) R I 5 SR, LA SK 8 A s a3 22 R R AR I 5 SR
[0023] |5 NI ERSLEG 25 FRIK .

B A

[0024] " [fi &5 & S it 451 R B PR A i B A E — 2 PE AR ks , {H AR R B IS s it 7 2C0AN PR
Tt

[0025]  SIZiifafsi1 DNAYE F I 4%

[0026] (1) ¥g% RIRLMBV-MCPAE [ [ 25 46 3k -

[0027]  HRHENCBI _FLMBVIKIMCPIE A %) (GenBank : FR682503. 1) , ¥ it & Bk B 5140
XTSI AR EE R A J G R B F A IR TR «

[0028] 31 PCREEEMCPHE[R H B 51407 %1

[0029]
HEJRERE | 1IER 5I%MCP-F1 (5" -37) F A 5] IMCP-R1 (5° -37)
MCP CGGGATCCGCCACCATGTCTTCTGTTACGG CGGAATTCCAGGATGGGGAAACCCATGG

[0030]  HUK 1 2R 55 BELMBV—C (F HH 1L K 2 fof Sl (] S0 56 = 43 84 , I 0 76 SOk “PRds A . —
PRI B 955 75 (LMBV) 1817029 45 78 JREME 20 #T (D] . Bl - 218 5, A il K2, 20147 i
FF) - F9ps 2EDNARR B 71 £ (OMEGA, Viral DNA Kit) ZHE(4r F ook ik I Fe 5 ) A (1 7 v 4l
FEFERIZHDNA, DA N BEHE 1 PCREE R AT 1, RAFMCPEE (R 4= K

[0031]  PCR¥ 311 Sz AR 224 - I 25 5= DK ZH DNABSEAR 1L, 514 OMCPIE 6] 514/ I 161 5147) 4%
2uL,PrimeSTART MAX DNAZ%E &G HE (2 X) 25uL, ddH20%h 2 22501l

[0032]  PCRy™ M) ;e B 26 A4 4 : 95 °C 1AL :5min ; 95°CAF 305 ; 58 ‘C iR k3055 72 °C 4 fH
1.5min, 354G ; 72°C ZEfH10min.

[0033] i LA TA AN A3 X Flaghn B4R , B N\ & il 3 Sl EcoR TR DI 5
(17 1E 19 5190 F0 s Xba T B V)AL 5 09 S 9] 5140, 519000 7 51 anR 2T 7 , JEATPCRY 3, 4lifb )5
F W VIEGEcoRI MIXbaI*FpCDNA3. 1 (+) F13 X Flag fv BridtAT XU VI IF (el alidh, , o4 w3 & gk
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ITHEERE, G 5 3 X Flaghs B HIpCONA3 . 1 (+) JFiki. Hidr, 3 X Flaghr B AR i 5 51U R -
[0034] 5 —GACTACAAAGACCATGACGGTGATTATAAAGATCATGACATCGATTACAAGGATGACGATGACAA
GTAA-3 .

[0035] JEILHr TR BE R AR, W VIEEBamHI MIEcoRT X PCRA= 4 F1 1IR3 X Flaghs 25 11
pCDNA3. 1 (+) JFikr 3247 XU V) i [mTUAC , 388 3ok 32 e 15 315 A MCP SR [A] 1 B 1) R 4 S

[0036] 32 PCRIEHL3 X FlagdL[H BB (11 51405 51

[0037]
EE:HERYN IEM5|#13 XFlag F1(5° -3") S IA] 5143 XFlag R1 (5 -3")
3XFlag GGAATTCGACTACAAAGACCATG GCTCTAGATTACTTGTCATCGTCATCC

[0038]  (2) A4 4F 1) EE 41 BT R AE A A H BEAT Rk 0 #r

[0039]  Kg DR (1) 15 2IM0JC N B 2 B A ok F N A i i, i el R s i
el 7| (GenStar) , DNA: B YL i35 =1 : 3) % Yu 1 S 4 f filf £ 3% B2 R 41 M &R (EPC) (AP Lk
A G 2 TSI B EE NS, O STk “ERRAL, S /0% R . R AU B AR A IR S
PRI . K= 224, 2002, 26 (4) :363-3667 HATF) , #5 448h J5 , @ IERT-PCRXFMCP 2 K & 1A
HATS5E , S AN R 3PN , K I 45 S an B VAT 7R , 45 S5 3 B 2 21 Jofokar 78 40 B v v] 3% 5%
HIMCP 7 B s o, RT-PCRI e MEAA 53 R0 s 87 % A4 U = % 4L EPCHY) c DNAFE i 1L, 5147 (MCPIE
5] 514/ [ 5] 51 4) %% 1ul,Premix Ex Taq DNAZEA T (2X) 10ul, ddH20%k & 220101 ; 95 °C T
AFPEBmin 95 CAR 4305 ;60°CiE Kk 30s;72°C 2EH50s , 35 MG ; 72°C ZEAH 10min. HPiFlag
PUik (SIGMA-Aldrich) Z (1w B IS T8 F ) i Western Blot 7 ¥AXIMCPHE H Rkt
1T % 5E , fr 25 SN 1BF 7R

[0040]  FE3RT-PCRY SEMCPILK FRIA K 51490 F 4]

Mcp | 1] 5| #IMCP-F2 (5°-3") | CGATCAAGCAGGAGCTAGGG
] S5 #IMCP-R2 (5°-3") | GGCAGACAGAGACACGTTGA

[0041] .| IEM51%(5°-3%) CAGGATGCAGAAGGAGATCACA
B-actin - o) P)(5°-3") CTCCTGCTTGCTGATCCACAT

[0042]  RT-PCRZE Bk H , B5 28 5k 78 40 B v vl % 56 HEMCP B sWestern Blot&h RAFH,
A kL AE IE AR IAMCP H f 8 A o DR, 340 ks B DNARE 1, v B T Jim #3502 056
[0043] 445 2N B ELAH ik R A7 T-—20 CUKARH , T e A %

[0044] St f51]2 DNAJE Vi Fo B 3k A K 11 R B B0l S 2 RUUR

[0045]  K5180)fd e oK I FE e O E ) 2R 4 Ll Tl — K 1 BB R 5 1) AL 73 34, , 2
602 , 73 7 DNAJE 1 40 . 25 3R AE NS MR 20 (PBSAH) R FH i 5L 33 v SFhv2 o) K 11 BB i b AT
5, DNAJE TH 21 - A5 8 £ 03 o 8 20 J5okiidOng (5 T 100uL TG B PBS) ; 25 #4H - £ B i 25 2
JFki40ng (4 T 100uLICHPBS) s 2 MR « & B2 M yF S JC I PBS  100uL . 73 HILE F 8 J5 i 561
71421 28 R W SEF 20 £ 1) I R 2 21, 30 AT 10 40 AR 20 2 I3 H AL 00 48 e I
FHORIE R ZRIE 4T

[0046] - 2H BB ALEN 3 K 11 B M, R kR I, = I B 1h, 4 C & B 12h, 4000 /min &0
10minHY I JZ M3 , FF HUAC0 10000 58 o 1385 AP % e 25 S an B 2 7, DNAJE 1
3 R AR AR S v T R, S TR PR R L

[0047]  FiREg2H B ALEL R 3K 1 Sa 6, REEf R I, Indide i T B 4ii o 2Kt 4. B
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YT 43 2 25 SN 3R , i A Py g Hh PR 20T R R A A A b R S T TR
R R R, B T I SR R B

[0048] U &-4H K 1 BB FFAUE AT 3K B, {8 Trizol (TakaraZs &) 3774 B RNA G
AT 10 3% 5%, 345 cDNA , X ¢ DNAREAT SEIN 2 )t € B PCR, Hor, ) W4 %2 : SYBR Premix Ex
TaqIl (2X) 10uL, 514 (IE /% 514) %0.8uL,ROX Reference Dye Il (50 %) 0.4uL, cDNAEHR
2ul,ddHs0 6uL, M IL20uLik £ 5 [ i 24 - 95°C 1A M 2min; 95°C A8 14 10s , 60 CiE *k 345, 1i&
FRURBAOVR o V2 fidt h 286 S 3 264 : 95°C 155 360°C Imin, 95°C 155« B %S 78 S AH 5 3L PH (A 41 i
A #E-18 (IL-18) - 40 N2 8 (IL-8) MR IR SE A T~ (TNF-a) P #2E K (Mx) IR IE
S W F B LA o G T8 AH I FE D] (1) 28 73 B 45 SR APl 4 7, 988 A DG 25 R 7E DNA Y 1 24 2 A
B3 LG, 51 T A R AERE YR S RN .

[0049]  3R4 PCREEE K M Hafy b G 3 AH DG RL R ZRAA 1 51 907 )

IL1p I 7] 5 | #TL-1B-F(5°-3") TGGTGGAAAACAGCATGGAGC
2 1 5 4IL-1B-R(5°-3") | AGGGTGCACGTAGTTCGACA
- I§ [ 5 IL-8 -F(5°-3") | GAGTTTGAGGAGCCTGGGTGT
[0050] 3 IE'J SIIL-8 -R(5°-3") | GGGTCCAGGCAAACCTCTTG
TNF-a I@lnd%l%TNF-a—F(S’-T) ACTTCGTCTACAGCCAGGCA
K 5 TNF-0-R(5°-3") | AGTAACGCGAGACCCTGTGG
Mx IE 7] 5| #IMx -F(5°-3%) TAAAATGGCTGGGGTCGGGG
2 7] 5| #IMx -R(5°-3") CATTGCACGGAACGACCACC

[0051] St fo] 3B # i B

[0052] R 4y% 1 30K 5 1K 1 R B g A7 LMBV 1) B 554056 , BUEE I LMBV A LMBV-CHd 5
B, BOEFIK FE 4 .8 X 107TCTDso/mL , BURE 77 5 9 200uL/ B o 3 H M &% H AR BB TG 0, S it
LRI TH, & 4R 1 BE 0 [ A7 Ze LU o3 A 45 RN 5 s o FE B AR SE T TP 22 10, it
HHZERP ' E Relative Percent Survival,RPS) = (1-% i HALT R/ X IBRAHIET.F) 45
SR HH , DNAJZE P 0 K 1 SR 1) G 928 ORI 30K 63 %6 , B 3 35 i T 0 HEAH

[0053] 3 S it 451) Dy AN D B e A ) SIe it 77 2 AF AR O B 14 STt 07 =0T E AN 52 b SIS Tt 457 )
B 1), oAt R AR AT R 1 20 AR i BH (R #2552 B VR ) e B L B AR LA L TR
PN R Ak ) B 357 2 LS EA R BRI RISl 2 N
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110> B
<120>  —FoK 1 JE B3 BEDNASE 1 S FL i) 48 0532 55 2
<160> 18
<170> SIPOSequencelListing 1.0
210> 1
211> 1392
<212> DNA
213> KO Efi Micropterus salmoides)
220>
223>  MCPI:[H Jr UL IR 7
<400> 1
atgtcttctg ttacgggttc tggcatcact agecgggttca ttgatctcge cacttatgac 60
agccttgaca aagcgcectgta cggtggaaaa gatgcaacta cttatttcgt caaagagcat 120
tatcccgtgg gttggtttac caaactgcct acggetgeca caaaaacttc tggtacgect 180
gcttteggge agcactttte cgtaggagtg cccaggtcecgg gegactatgt getcaactcet 240
tggctggtce tcaagacccce ccagattaaa ctgectggegg ccaaccagtt taacaatgac 300
ggtaccatca gatggaccaa aaatctcatg cacaacgttg tggagcacgc cgcactctceg 360
ttcaacgaga ttcaggccca gcagtttaac actgectttcc tggacgecctg gaacgagtac 420
accatgcccg aggccaageg catcggcectac tacaacatga ttggcaacac tagcgatctce 480
gtcaatcccg cccccecgecac cggtcaageca ggagcectaggg tcctgeccge caaaaacctt 540
gtccttecte tecceettett tttcggecaga gacageggge tggecctgee tacagtcacce 600
ctgccttaca acgaaattag aatcaccatc agcctgagat ccattcagga tctcctgatt 660
cttcagcaca agacgaccgg agaagtcaag cccatcgtgg ccacagatct ggaaggaggt 720
ctcccagaca cggtagagge tcacgtctac atgactgtgg gtctggtgac tgccgecgag 780
cgtcaggcta tgagcagctc agtcagggac atggtggtgg agcagatgca gatggetcecg 840
gtccacatgg tcaaccccaa gaacgccacc gtctttcacg cagacctgeg cttttcecccac 900
gccgtcaaag cgcectcatgtt tatggtgcaa aacgtcactc acaagtctgt gggttccaac 960
tacacttgeg tcactcctgt tgttggageg ggtaacaccg tcctggagec cgecectggec 1020
gtcgatccgg tcaagagcege cagtctggtg tacgaaaaca ctaccagget tccagacatg 1080
agcgtagagt actattccct ggtgcagece tggtactacg cacccgecat tcccatcage 1140
actggccacc acctctactc ttacgccctg agectcaacg atcctcacce ttcagggtet 1200
accaatttcg gtcgcctgac caacgcaage atcaacgtgt ctctgtectge cgaggecgga 1260
actgccgecg gaggaggagg ggcagacaac tctggectaca aaaaccctca gaaatacgcece 1320
ctggtggtca tggccatcaa ccacaacatt atccgecatca tgaacggttc catgggttte 1380
cccatcctgt aa 1392
210> 2
211> 30
<212> DNA
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<213>
<220>
223>
<400>

NTF%) (Artificial Sequence)

PCREJEXMCPEE A J By 117 519 7 41
2

cgggatccge caccatgtct tctgttacgg

<210>
211>
<212>
<213>
<220>
<223>
<400>

3

28

DNA

NTF%)(Artificial Sequence)

PCRIRHXMCPHE K] Fr BE () ) [7] 5140 7 %)
3

cggaattcca ggatggggaa acccatgg

<210>
211>
<212>
<213>
<220>
223>
<400>

4

69

DNA

NTF%](Artificial Sequence)

3 X Flaghr AR 7 41|
4

gactacaaag accatgacgg tgattataaa gatcatgaca tcgattacaa ggatgacgat

gacaagtaa

<210>
211>
<212>
<213>
<220>
223>
<400>

)

23

DNA

NTF%] (Artificial Sequence)

PCRFRHL3 X Flag& [l Fr B IE 7] 547 41|
5

ggaattcgac tacaaagacc atg

<210>
211>
<212>
<213>
<220>
223>
<400>

6

27

DNA

NTF%)(Artificial Sequence)

PCRFRHL3 X Flag& [l Fr B S 7] 519 7 41|
6

gctctagatt acttgtcatc gtcatcc

<210>

7

30

28

60
69

23

27
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211>
<212>
<213>
<220>
223>
<400>

20
DNA
NTF%](Artificial Sequence)

PCR%: sEMCP LR 21K 1 1E 7] 514 7 %)
7

cgatcaagca ggagctaggg

<210>
211>
<212>
<213>
<220>
223>
<400>

8

20

DNA

NTF%) (Artificial Sequence)

PCRYE SEMCPE [ 3k 1 [ [7] 51491 5 %)
8

ggcagacaga gacacgttga

<210>
211>
<212>
<213>
<220>
223>
<400>

9

22

DNA

NTF%) (Artificial Sequence)

B-actiniEm 514751
9

caggatgcag aaggagatca ca

<210>
211>
<212>
<213>
<220>
<223>
<400>

10

21

DNA

NTF%](Artificial Sequence)

B-actin)xIa 51474
10

ctcctgettg ctgatccaca t

<210>
211>
<212>
<213>
<220>
223>
<400>

11

21

DNA

NTF%](Artificial Sequence)

IL-1B1E [ 519741
11

tggtggaaaa cagcatggag c

20

20

22

21

21
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<210>
211>
<212>
<213>
<220>
223>
<400>

12

20

DNA

NTF%](Artificial Sequence)

IL-1BJx 7 5190751
12

agggtgcacg tagttcgaca

<210>
211>
<212>
<213>
<220>
223>
<400>

13

21

DNA

NTF%)(Artificial Sequence)

IL-81E[4 519741
13

gagtttgagg agcctgggtg t

<210>
211>
<212>
<213>
<220>
223>
<400>

14
20
DNA
NTF%](Artificial Sequence)

IL-8/ A 519741
14

gggtccagge aaacctcttg

<210>
211>
<212>
<213>
<220>
<223>
<400>

15

20

DNA

NTF%)(Artificial Sequence)

INF-alk [ 514 Fe 4]
15

acttcgtcta cagccaggca

<210>
211>
<212>
<213>
<220>
223>
<400>

16
20
DNA
NTF%](Artificial Sequence)

TNF-a S 7] 5197 51
16

10

20

21

20

20
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agtaacgcga gaccctgtgg

<210>
211>
<212>
<213>
<220>
223>
<400>

17

20

DNA

NTF%](Artificial Sequence)

MxIE A 5190751
17

taaaatgget ggggtcegggeg

<210>
211>
<212>
<213>
<220>
223>
<400>

18

20

DNA

NTF%] (Artificial Sequence)

Mx B [ 514 7 51
18

cattgcacgg aacgaccacc

11

20

20

20
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