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1. — MR ERMEHEHNAMNE % (Spinal cord tissue cell lines of Carassius
auratus gibelio,CSC) , HARHIEFE T, HARGE 5 HCCTCC NO:C2018211,

2 BRI EL R AT IR K 57 B AR 6 B84 2V i R M 7 vk, HARREE T, B LT 2P
%,

IR BB AR TR TR S R U e B AR BE AL 4L, TC 1 AL HE 30 ~60mm’ )
A, NS LI5RE IR A B FR L

IR R ACKE IR b R B 2 SUER B ST N T25 40 S 1% R L TR 4B — T
B b B IR AR IS N 3m 3G IR, 1 1S A8 R TR AN Sk, [ A HOR IR R, RS
H ey —TH FA L, BATRAR S8 JHERAE — IR B R Sl K H A0 P, 5 AT B B 5 U B S
75, T2~ 3R BHIL TR — IR

RS ALARKE I AR 7% 5 B A BE A 2 4N M B 2 S IO\ B AR 1 I AL TR
FRE AL ~200 Bl , S TR R A A M , 3% UIAE 200 7 SR A T A AR 75, R 40 L P ik
B , 1 I R ) 40 B i A AREE 7R T VAT N — IR ARG 7R A B — Bl T B AR S a4
U0 &R CSC.

3 AR IEAUR B R 2B iR M 2 T vk, AR EAE T, Frid 025 BR L ) 5 B AR A i 21 21
YHRILISRT TR A 10~20%V/ VA4 7% . 100U/m]1 5 5 % . 100ug/m1 #5552 , pHIE 7.0~
T AR RE TR

4 ARIERURNEL R 2B ik () W 22 7 7, FoRRAELE T, T iR i 25 R 3 v () 4l B AL AR ) R R
Bl Y AL T8N 0. 25 % W/ VIR ER A B -EDTAYH AL -

5. MR BRI B R 2T I8 1 M 77 v, LARRFIEAE T, 20 SR 2R1D BR 3 vh ) 4 i 15 77 A AR
I E~23~25C,pH{HT.0~T7.4.

6. BRI SR AT IR 7 & AR il 40 23 40 i AR 7E B 92 3 55 11 B 40 3 L 35 7 AR I 1)
o F -

7 NRHEBCR R TRTIR B R  HARFAEAE T, Brid Sy6 25 85 T AL R 8602 i 5 1 AL 5%
Bk

8. BURIEL R L P 7 & R A BE 2H £ 41 Bl R 7 1) 2% S 2 3 2 10 B A 38 v ) R FH o

9. MR AR R TR IR B R HARFAEAE T, BriR SLy6 23 85 T AL 9 9602 i 5 1 AL 5%
Bk



N 109294974 A W OB P 1/5 T

— MR B IRESIEANAERARENER ZS5EN

BRARGUE
(00011 A W] J T 7K 2L R WD A D B oK 7 % B 9 7 17 4 B el , B AR s b, 9 B — i
AR E A R0 AR A A D5 S R

EREA

[0002] fHJEIZ %R EE 1 Y (Cyprinid herpesvirus II,CyHV-2) X #EFR NI IZ TR B M i I
B NI % 5% (Herpesviral haematopoietic necrosis virus,HVHNV) B4 fa i M1 28 B
W7 (Goldfish haematopoietic necrosis virus,GFHNV) , 5 Rl 258 HAh s Foa
2R CyHV-1 (Carp pox) FICYHV-3 (Koi herpesvirus,KHV) [FJ@Alloherpesviridaef},
Cypriniviruse&.CyHV-2T 19954 B IR R 1E , 1992~ 19934 [H] 45 H A PH B 7% 58 1) 4 fh it
WS KRR 5k, BIR S AL TR E1A100% o Ff fo oAt A X ARG 1% 8K
[P HRE , 1997 4F 2= 10 2 [H 7 i 7 — HPE M K FRBE I &t g fa B IR BT, JET ik
80% LA |, JEZRUF S a2 H CyHV-2/2% By o WL £ 1) [l s B2 5 AR RRE B B ARt 1% i) A kA%
o B Jo 3 578 RO R % [E] SR 58 1) 4 A 2k 28 1% - 201 14 &) 7 Rl E 7 =51
FREH & B T CyHV-2/ % . 20094F i , 76 3 [ ) . 1) 3 BEIRFE X VL7544 5 K 1 FHCyHV-25]
FEC 1) ) £ 38 1L 2 B PR , A 2220 184F9 H AR ), VLIRS FH K3 R L Sl R 6 45
o5 T R A TR GER I 10 5 0, AW IR T ZE T 251890 % , it I & 3F Bk i Bz oo . H ikt
[FINF, CE AL IR VLV VLS 28 O AH 48 78 S50 ) # 4k P A MU HS Cy HV =2 o 12003 3 4% %
PESR BOEER ), 45 0 0 FRFE VS R T BRI G 5F 0ok, 7 B b2 = b 1 g e R R

[0003] 4 f 5% 5% 43 B9+ A s fE A ) B3 0 12 W D7 3, T8 2 tHE 5 Bl ) DA ZH 21 (O1E)
7 1) 0 S B R WU ) i e U Vs o AR A W 9 R I Cy HV - 2R M AE £ 005 B 49 29 o FH ) 4 i
R T I B SR B i (Fathead minnow cells,FHM) (#7840 (epithelioma
popuasum cuprini,EPC) .5 GBI (grass carp ovary,CO) . EL 'S 4l (grass carp
kidney,CIK) $5%F CyHV-2 A UK , (L FR B AE A (koi finl,KF-1) fig 7 A= 20 i Jos 48 RS
(CPE) , {HJ B AEKF- 1400 I A% 52 553 ~54X )5 , CPEVH 2k BAS A B #3128 . AR T g2 or |
S B AR v 2H 2 A A Z HOGFCyHV 288086 (H T B 33 AN XS AMEE L, 38 A& ik = CyHV -2k
FI 400 2, BR 1] 1 X CyHV-2F i 78 , IR b 28 57 X% CyHV -2 88U 1Y 4 B &R B 81 Z 40 B R 0 A
MRV X CyHV-20 AT 3 B AR R B 72 M IR AW SO B AR 14, A B 1 =

LZBARR

[0004] A& T b, A& IR T —F0 S5 BRI REA MM R L H AR TR SN,
ZAM AR F 0T DL T 20 B AR AN R SR A2 B 11 AL s BT X CyHV-2- AT R AMEBAL AR F
KIEFE TR FE 200 B AR

[0005] Dy T fif vl FRER A B, AR AT T — M B AR E REH 240 R (Spinal
cord tissue cell lines of Carassius auratus gibelio,CSC) , HARyK 5 ~NCCTCC NO:
C2018211.
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[0006]  AKBHIE AT T —F LR E) 7 B R EE BE 4 MM R vk, B TP
PR

[0007] B ER1VEBEAH M AT : LB 264 N U 7 B AR B REZH 21, LR A3 N30~
60mm’ f] 4L 2B, N L1555 FR IR R 7 LA

[0008]  PEHR2. JEARKE FE K P IR 1A () 20 2335 STt TN T25 40 B 335 7 P, TS 2B
— A b, IR RIS N 3m L 55 TR, I, B AR 5 TR i >k, 48 2H ZAHIR I R IR B
VA H RS — A b, BAMRAS & B3 — IR E R A 2 b K B 4R, F 40 i 3 730 1
BRI M2~ 3R ARG IR — K

[0009]  JDIR3 ALACE: F% : JRARE: 75 7 B AR B SR A 2L AN Kl = 2 J5 , TN i 2 1 g
TR BIHAGL~257 B, R3S SR B A, 3 VAL 20 77 kAT A AQRE 77, R 40 i PR
TE RG22 JiT , 4% B8 3R ) 40 R P A A 5 7 VR AT T — I B 7% , 13 31— P /e B A4
BEZH 24 40 i Z2CSCo

[0010]  wTkil, prik i) 20 381 b i) 57 B R BEAH S L 168 RN & H 10~20%V/V
G4 137 . 100U/m1 5 8 3 . 1000g/ml BE 55 2, pHET . 0~ 7 . 4 B5 I

[0011] W sde b, Ffr ik f) 20 B3 3 v (1) 400 Jfa A% AR ) Mk 2 1 il VR AL VR R0 25 %6 W/ V ik i 1 Tl —
EDTAVH LI -

[0012] Wi, B2 BR2 A BRI i A s 57 AL AR IR B 23 ~25°C, pH{ET7 . 0~7 . 4,
[0013]  ARKHHIEATF T —F LR 7 G R AE 564 2 A0 R a2 5 I 84 55 1%
Fr AR B R

[0014] W]kt , BT iR SR 2 5 25 0 BN R 2 i 2 T 2 ) Bk

[0015]  ARKBHIE AT T —F0 L i) 57 & B 60°E B8 40 23 41 Bl 5 75 ) &5 81 96 2 s 55 11207
PEHTH N

[0016]  wlifhh, BT iR 2 s 85 0 BN BRI 2 i 25 T 240 Bk

[0017]  S5IUAHARMLL , A K B AT LLSRAFELHE DL T HOR R -

[0018] 1) LA W Ft R IW.CyHV—21R MEAE £ 5 75 40 55 5 FH IR 40 22 rh gk AT 38 5 o Jik =k i 24
s (fathead minnow cells,FHM) ¥ GU 540 (grass carp ovary,CO) i 1 b 57 2 41 g
(epithelioma popuasum cuprini,EPC) .. 40U (grass carp kidney,CIK) ¥J%tCyHV-
2ANBURG, DR B EE AP (ko finl,KF-1) BEF AN AR RS (CPE) (HEEFEKF- 140 g L
& 22 B3 ~5 )5 , CPEVH 2 HAG MIAS B BEAX IR » 111 A K BH 2R 43 B9 15 772 0 CyHV -2 5 B i) S
BRI A BEH AN, 257 7 X CyHV-28U ) S B AR B B2 24 i R

[0019]  2) AR B AECSCHI MY b AT 7 S A% AR I 60 23 25 11 B DNAAS WU 46 0iE , 485 SRAIE 5K
TECSCHYH M I B2 AL A EE LOARAT) wI Ak I 2] 95 B A% R 5 40 M s A2 R4, (CPE) F2sE HL WA S 5 1 3
o5 7 2350 I P 24 L AHRE Y8 P B U0 L%, o B PR R 4 SRR, TECSCAM A A7 AE CyHV-2 B 240
BRL T S H A AR  UE B CyHV-27ECSCA M H B A R 4 1 A W 23 1

[0020]  3) Ak BH AL T HE SR 2 s B 11 A 0 40 5 R I Je 5% 7%, i@ .y HV-2BUR A i R
CSC, NCYHV-21 73 5 %5 5E S H e BE I A W 2 e PR B e 4 it T D HER P&, il f s
M8 B R BERE A By 45 B9 58 1 8 B 1 34l

[0021]  4) A BH ST A M Z2CSC, Z A R 1 B IS B FRAEA SR T B T B 1 77 i
Je 2 e B 1A VR I R g% vt v 1 S S A S K B R e 0 B 1T AR UK i A% K
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S HLER | Bom HL IS
[0022] 48R, STH AR I I AE 7 HE AR — i o BRI A AL Tk 1 A B AR

F3 15 RF

[0023]  j Ak Jr 15 B 4D B P FH R H (o) A s B Rk — S B R A R B ) — 358 00, AR
B () 7 i M STt A51) A G20 B R TR AR R B, FE AN SRt A i B AN 24 BR 5 o 7B ]

[0024] W1 RA K AR R B RSS2 240 RCSCR B s Hodr, a i JFAR 7 & AR
B RE AL, b A 3T B AR IS REAH 2L &

[0025] P20 Ak B 25 264K 57 B AR G Rl 2H 240 i 3R 1) e A

[0026] P32 B 5 B ARG BEZH 240 RIBGLCyHV -2 fa 7R = B s Fodb , a i B 41l
b IKYL I 55 AR A, ¢ IR J 55 6 K 2 i

[0027]  [&|42 A & BHAN[E) 3% 75 AR Uk CyHV-2 (K PCRAS: I 45 B 7R 2 I8 s o ,M: 100bp Markers
1: 5 24RCSCAN A B FRCyHV-2 4N fL 5 5 2« 2B 34RCSCHN M % 7 CyHV -2l 5 5 3+ 244X CSCHT i
B FRCyHV-2 2 M 25 ; 4 « 55 54CCSCYH A 15 75 CyHV—240 i 75 5 5« 55 64X CSCHH fuJ5% 77 CyHV—-2 41 iy
516 S TARCSCHH M35 7R CyHV-2 40 i 75 5 7: CSCEH ML NT R 5 8« B 1t %of B 5 9 - CyHV—28H 1tk %o Hed

[0028] &5 Ak B BB TARCyHV-240 H B sk YL CSCH 4 i FE B T V) o

B A

[0029] DL ¥Fe &SI Jih 451 > 1 40 i BH AR J B IR S it 7 =X, 1 A 0 A O B ey 3 R F
BERMR DA ] 1A s A DAk ) s sk FE B8 78 43 A3 5 4 DL St

[0030] A< BH < it 451 Fir FHAG 7, dn AR AR 70 U B, 35900 B AR A RS S s B SRS HOR , In AR
SVLEH , B HE A .

[0031] A< BH B RSt 451 5 J A} B Ak 771 «

[0032] 1) SEEG A 5k

[0033] S E LMY, fAHE£5100~140g, KK LI 17~20cm, KIE T HTLA IR KK =0 52 prisk
B HE M o SO AT 2 0 B 7 LR 2 B 1 R AR S G 5 O B ARAT

[0034]  2) TR SHEM

[0035]  L1G4MMulssidt . R/ BEE HR RS PR (PBS) JHE AR H BE-EDTA — H 2
(DMS0) Ak /KA ZE 340 5 Sigma 2y & 5 i 2F I35 W4 H GIBICO/A 7] s DNAzo 1 #% R 2 Bk 71 M
Invitrogen;™ i ; PCR HrTaqlf# . ANTPs N TaKaRa 2y &) 77 i o 4055 T 40 2 WS I R AR5
P A Corning 23 v il £ 375 S . B2 BB v 1) v B 75 ) S FE A 35100 B JE v X% E R A W
[0036]  3) EEALAR K &

[0037]  TTZiA:Wye 440 (Hfsafe—-4B2) ; 31 B 28 (Nikon) s JHIE KT 7248 (Sanyo, MIR-
153) ;CCDAHAL (Nikon NIS Elements F530) ; {KI£E 4% & .CoH/L (EPPENDORF, 5424R) ; i i
UKFE (MDF-382E) ; i & f# (TYD-35-125) ; @8 )y HL (UCT, Leica) ;1 S ¥ W/ B8 (H-
7650,Hitachi) »

[0038]  Sijiti {51

[0039] R EARMEIEBEAL AN R @S, HAB BT

[0040] (1) B HELH LI ALEE : T B 261 R HLH 57 B AR B0 B 20 2, TC 1 4b 224930 ~60mm”
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(R ZH 2 TRON S L1538 5 1 B 5 L

[0041]  (2) JRARE; % K525 U8 (1) AL 2B ST HU TN T25 40 B 55 7 TS 2B fry —
T & b, B RN A N 3m L RS IR, I AR, 18 1ok 35 75 At >R, A5 20 2R BRI I 5 R, P
HHLEA — 8 L, A E B — I 21 Pl &K B A, K g s 78 IE B
Br TR, B2~ 3R B HBE IR — I SR AR M S5 A& AR A T S 1 FTR

[0042]  (3) MeAREE 7% AR 7= 7 B ARG HE A SV KRR 2 )5, N0 25 % W/ VI fiT
B A B -EDTAV AL F B VAL ~ 20 Bh, S 7R S 4 i , 4% UfLAE 200 77 SRt AT A XS
I8, FEAM R ROE B2 i 12 B R I A M i A AR 77 07 V04T T — IR 97, 13 31—
Tt S B AR G 6 2H 2 A 41 il /R CSC

[0043]  Hirv, A%AX B JE 2 3 BV AL V90 . 25 % W/ VR (I Bl -EDTATH AL , 40 i 5 3% A%
R EH23~25C, pHIET . 0~T7.4; FTiA I 7 & B G S840 A M 5 72 & H 10~
20% V/ V&4 7% . 100U/m1 5 B & . 100ug/m1 55 55 2%, pH{E 7. 0~7 . 4HIL153E 37 W o

[0044]  BIR[MIERTTIETTILN R, AT .

[0045]  Z4NM R T 201849 H28 H #1242 & A [ #4155 = Ak O B AT ORI, PR G
5 :CCTCC NO:C2018211,4r1n % : 77 B HRINA BEAH LI 40H0 R (Spinal cord tissue cell
lines of Carassius auratus gibelio,CSC) , il o [E Gy m K2,

[o0d6]  SEjiifs)2

[0047] S 4RI HELH 4N RCSCHI A= 27 1k

[0048] (1) JEASS: AR AN AT 4ERF A -

[0049]  (2) A= KA ABAR I CSCHT I3 0min J5 TF 45 N BE , 6h J5 UGB 52 4 s BEAAf5 G IF (7] Sy
48h.

[0050]  (3) Fae 1« 57 A AR MHE B LH 2141 i RCSCE Wi H il AL 24248, # 5 AR 2
[0051]  (4) A 5E T

[0052]  CSCHHMI A 75 i i B BRI, 26 AT 285 IR 5 V8 VR A7 O 20 P AR AR AL, & HH 300 R
BZE MM G I i g, NG AL, 20 (78.56£6.10) B4l A&, B
Y 5 1

[0053] () Lt Ayt

[0054] 55264 5 & AR A HE 4L 240 R CSCAE T X B K91, I Nk 5 9 20mg /m1 I Ak
IKAILE , 25°CHY 5 4h 5 AU SE MG, FH0. 075mo 1 /LIKCLIA AR IE AL FE 25m i n J In A\ T4
1) R 1 [8] 72 1, 1000 pm 25 Cobmin 23 137 f5 P FH T4 1 1= v [ e W 7 3UR, BRI 15min. ¥4
WAV A, TR G 5 % Glemsa e ta25min, T4 5 B BT LSS  FE WL Z2 1 100473 24 AH 4
M, 55 264X 7 B RIS fE 4 2R R AN AR G R BN 156 2% (B12) , 5 =5 A 7 B R
Yot REFIEY) &, B S B B0 = 5 A e (AR 156 2, A 25 AR £ ) e i fk

[0055]  sEjiifs)3

[0056] S EARMIEHEAL LA RN, AR R

[0057] (1) JEHefiyen 2 25 1 ALk R A S b 3

[0058]  RAENIAE T (1) JEk YL 8 125 B 11 204 140 9 05 O R O A i 6 i 2H 2, BU AR I &%
EFAPBSA) %, 50001 pm4 ‘C B 02 15min 5 20 . 22umyE sk i 1] 45 TG B 20 251 00, 43 255 0
A2 T-80°C 4
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[0059]  (2) fiffyeay2 i 25 11 Y AECSCHY MG -

[0060]  CSCH% 7% ZE M B4 2 2980 % Jig » 35 25 15 77 5L 20 T0 L3 P 400 o 448 o 00 k238 )5
R A B ) R H 2R ST R R _EIF0 . 2m 1M T CSCA M 52 )2 , 24 C R BT Lh, HATA] &5 FF 15~
20mi n¥R 58 5% B3R IR0 — IR LAEE 35 SIWR B o 1R PR &85 TR, 460 LT VR 9 2 96 IRIL 1 54 e i 4k
BR24°CHE R, 8 H WL 40 M A% (CPE) , 228180 %6 S S SR Ii 5 , 1200 55 /2 B2 1 25 11
BL5 BERRI KR

[0061]  (3) M yfg 2 s 2 11 784 200 Pt 75 A% T P B X X PCRASE I -

[0062] ¥ HH I B 2 9 A (1) CSC AN Al e B2 ¥ i 2 UK Ji5 22 DNAz o 1 $2 B3 #5: DNA o 1] FH PCRASE
CyHV=2/ J iR D% 5 75 « PCRYT 38 FH 514

[0063]  CyHV2-366F A : GGACTTGCGAAGAGTTTGATTTCTAC ;

[0064]  CyHV2-366RA : CCATAGTCACCATCGTCTCATC;

[0065] B M4 M - 94 °C THAS 1t 543 4, 94°C A 13040 , 60 °CIR K 308D, 72°C LEAHI30FD,
35 S5 72°CH 5B

[0066] [ Hsf B 4 5o R DN AR AR A8 BH 12 %of &, 43 J31l B CSC 4 B DNA R4 7K A B 1 5o 1 o 7
P2 % (W/V) B R W 68 s L K 8 5

[0067]  (4) i yfa2 95 B T B4 JR L CSCI Ha o W 5%

[0068] Ik YL 28 7ARCyHV-241 il 5 I CSCAN I 222 %6 [ I [ 5E & » DU B AL Bk 7] 72 , P48
KB JE BEA TR V) A, B R AR R DU 8 i, I I FE B 5

[0069]  (5) 4%

[0070] 2 55 B 10 245 £ 4 21 5 R B P 55 CSCAN Y B 2 4d Ji5 H 30 400 g A% I8 ke 2= v A
[l 248 T2 R A M AR &4 B TR B A2 K 5 6d S5 CSCAN R 5 T iR 2 % 5 AT M 400 e B J2 Tt 7 7= 2
LIS, I S R PR 20 55 A5 3508 (CPE) |, HF BAR AR B 5 104RCPER & (B3) , Tl 1E % I CSC
11 o AT AT AE AL o

[0071]  FEHUANFI RE F=AEL ) CyHV -2 40 ffu 55 7= MIDNA, 1#E 47 PCRAS I, 283 PR ACPCRY 345 3|
357bpf 1 B, 5 FHE X BRI 438 2% 77 Kb — 8 (B4) L 25 3408 1 .

[0072] 3 3eb 35 SF F 458 W B2 R G 5 TAX.Cy HV—2 ) CSCHR A , 7 WL 22 3] K 5 il A Cy HV -2 25
FiF 5 BB CyHV-27ECSCA AL B RGP I A= 243 1 (B15) ik — e T A R WA i g 57
1) 7 5 2L 2 AN it R 0 o B ) R R TR R 40 B, B R MR o [R] B, R A
NAIE T BT 9 5 11 7R A 4 2 P 1) A A TR 1) 5 B 9 2 s 7 T BRY P08 1 o

[0073]  E 3R Ui BH R Y R IR 1 A B O AR 34 St 9], AEL i iy i 5 B 24 38 A 2 B 3R 3R
JRIRR T A SC RT3 i B T 2K 5 AN TR A o 6o At S it 9] ) HE R, T o] T %% P At 40 & 2 4
FIREE , IR 7E AR SCHTIR K W R ARG P 5 @ Ik 2805 R 5 Ak 1 43 AR B e i gk 47
BN o T AR RN 53 BT EAT 1 25 B0 AN AR A AN T 5 ke BH R #oR R L U0 I 7 i B BT B AR
FIZLR R IE A -
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ERIES

<110> WHLAWRAKKF=HIEFET B R FRA= Pl it A TR 2 7]
<120> —F S5 & HRO0E HEZH 240 2R S A 75 5 N
<130> 2018

<160> 2

<170> SIPOSequencelListing 1.0

210> 1

211> 26

<212> DNA

213> NTHF%)(Artificial sequence)

<400> 1

ggacttgcga agagtttgat ttctac 26

<210> 2

211> 22

<212> DNA

213> NTHF%)(Artificial sequence)

<400> 2

ccatagtcac catcgtctca tc 22
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