CN 113897458 A

(19) thie A B FnE E SR E1IR =5

4D (12) LA FIeRiE

(10) BHiEATS CN 113897458 A
(43) BBiEAFH 2022.01. 07

(21) BHiFS 202110613236.2
(22) HiFH 2021.06.02

(71) BB AN WHLE R AKK =15 B
Motk 313001 WFVLA M T AT KA T 46999

=

=
(72) ZBRAN W2 s RE e

Wt OO HE "I
(74) T RRIEBAA BRI RICB0E R AU

HEPT A1) 51264
RIBA FHBRAR

(51) Int.CI .
€120 1,/70(2006.01)
€12Q 1/6851(2018.01)
C12N 15/11(2006.01)

CIZ2R 1/93(2006.01) BOMER A1 B 4550
FPoZRLITT LT

(54) % FA & HR

o 0 6 K 8 255 5 R P 310 2 1 S 5
)R AR R £
(57) %

A A JE T — ok 0 7K 6 28 584 e
U PR S B RAE R R R,
oo, okt KRR BRI AR |
F G AR M S AR Tagman 5 YEHREB s A _ )
R FSOCE BREAR GBS gk A RE 3 L A S E T
PE B AT B 1 7 28 1 B DR, S Ik 7k £ 2 5% T T
R P B AT, T I P A1 VT R 5
K8 2 S PR B 2 1 S AR L 0
AU PRI 1 Pk K i 256 5% R P 31 9 2 1
ST B He R




CN 113897458 A W F ZE Kk B U1

LA I 9 7K 820 SR R P FE e o B 1) B DR ET R &, HURFIE7E T, ol 51 AR
Tagman < JEEREFBAL AL , Tagman i Y HREFBIIS bihnic A 2 Jeifk & 2 M, 37 Imbrid A %L
KIEH]

2 MRIEAUR B SR 1BTIR I 51 IREHR G4, FLRRIEAE T, BTk 51 AR 51 9FSCRV -
qlO2FF1 5| ¥JFSCRV-q102R ;

FIik i 51 ¥FSCRV-q102F A% & /7 1 40SEQ 1D NO: 1Ffo s

Bk i 51 ¥FSCRV-q1 2RI A% & /7 1 40SEQ 1D NO: 27 5

Firik Tagman® YCHRET B A H IR 7 5 WISEQ 1D NO: 3ffr7 o

3 FR AR B SR 1 BT IR 38 7K 28 38 B 126 FH 0k 6 75 9% Ot (8 B A AR 6T B, HAFIEE T,
FriR ket ERIE H6-FRIE RV ER NA -6- AU R VICH Yk} TS -6- FR LK
FoE R -X- B FH L 6-FRIE DU F L B PL I (L D I L6 R 3E -4 L5 - &2, T -
AR RBEFABE W ALHE AL 53 AL . 5 A B AL TES . 5 [ —FhEk LA ; Brid 2 Y6 i
KL F 6- RV H 3L D P 4 (4- Z F BRI RS R R L RV KA L AR
PR 28 S K3 ) — FhEs LA

4. — iR K 0 S SR P B B 0 75 08 Ot B A MR &, HORREAE T, BG4 e 514
ZH AFNTagman$ YaFR%ET B

5 . AR AR BSR4 Fr i 0 e 9 7K £ 288 S48 e B e 0 B < O € R AR &, JLARRAIE
7£T, Tagman 7 CIRE B IR T A5 Hiihn 106 -FAM, 3 Imbric BHQL .

6 . FR A BSR4 i 10 e 09k 7K £ 28 S48 B e s B < O € R AR &, JLARRAIE
TET G IR B RGO LG 1 993 35 2RV g PORSSEVR « B Joa 428 & « [T P Jofa 42 &, oA
IR 10 mM Tris 1% SDS.1.0 mM EDTA, pH8. OFfI 22 Mtk , qPCRIX N ¥ 454t
¢ 8 B PCR S SV » [P 47 i oy K T AR B 26 K, BE P 42 o 3 8 R /K 2R SR L 2R 31
e B AR 50 A 1 B AT X A

T — Tl BB EE SR AP I () I 32k 7K £ 28 S 2 B e 8 2 O o o e ) e A
PR RS A B P 0 B, HRFEAE T, B HE LA R 2D 3R

REASEAE: f A5 FH 995 B MR VRCR: FH 38 T 4 AR HE BXDNA,, 9 A N 21 51 PRV A, 750
APCRJ M, V8 5 Ja AT 9638 BPCR, [ B2k 95°C 264 N R BE1043 85 SR 5 95°C I
Ji15F5,60°C Je Wi45FD , FL40MIEFE s R GAT T WA 8 NFAM, OG5 SR AE 60°C

S5 S W - a0 SEAS I G A IS AL 3 il 2, )R K TS SR B B 0 e B A
YRS I E 0 BLS T B 28, Ct {5 <35, T3 /K i 28 S B 128 T e 095 74 1) ) 52 I BH 1k o
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MR 7K B K RIT B IR B AV 5+ 15 5119 IR ST R IR G

MR FI=Z

BRI
[0001] 77 B J& 3~ BEDNA Fy bl (10 BRg A 00 40, FLAA I8 , 90 B — R iR 7K 3SR
2 PR T (0 R e R 51 S R R PR A K7

EEEAR

[0002]  yk/KfZESEREIEER 5 Fish Santee-Cooper ranavirus,FSCRV) J&5|i&EZ
WK IR EICT I ER MR, W SR O BT 68 6 fa . /Ny R MR L R 0
AT o LXK T B ) U0 J s i » 5 51 OR 1 2B AR50 , " B I LR B, Sk
RIS ARR A BAEIR , A5 i i 22 i 50k A, D Eom U IR A I S, R A
JUE e R B B L i b oL o G 9 RS R 5 T 0 DK 1T R R B 7 M A FE AR K  FSCRV 9 XU DNA
OB, B TR R RHE R R 2R AR N — MR E R, 5 SR EIY
VG IR B AR AE BN 22 57 o WA B T 199 L4F SR [ 4 2 BLIA M BF AR K 1 B fy g 300
Hoadh B AR K O SRS FRFE B R AT, AR T % —MN30~40% , " E A F|50% L I,
I LR N A B R AN & . R R N AR WIS , T 0 5 24 KA
FR ARSI 77325, 7 EERHAS 120 B S E B B T AT, DRz B a MR & i T R
Ak BB BT BRI A E .,

LZRAAE

[0003] T b, AR BREE X BaR Al @, SRt 7 — MR IR oK f SR AR FE I RN FE
S 51 R S PR R, AR B 51 BRE FNERI S e e R, UM R B
SEPLIE A R H RS DR K S SR FE IR 55 s AR W A R B 40 il v e e
R AR TR & ZARFN B AL T R S5 51, 38 7= A 2 6 R DA 53 i iS4, v]
T 3K R SAE PR R s £ 95 040 M DU RN L B TR o A R BH R 26 ' e s AR, Ja st A il
oK ZRFEHRENARFTE AR, R MR KBS FEIRE R, X2 H 5l
] PN A0 B ORI s 03 7K R 28 SR A P 3 e i B ) R s i R SR i i) K R
P2 26 B e 95 B0 1) A D RN ST B s S A

[0004] Oy T gk bR R R, AR BR IR AT T — RPR IR K B SR SRR E I R
T RE G, Ho 1 51 H AR Taqman 2 GIRETBALEL, TREFB U5 Sinbn 104 26 i 2
» 3 bRt RKOGE R EE A

[0005]  it— D, 51 A& 5IPIFSCRV-q102F F1 5| #JFSCRV-q102R ;

[0006]  5|#JFSCRV-qlO2F % H B 7 FIWISEQ 1D NO: 17w

[0007]  5|#JFSCRV-qLlO2RII % HER ¥ FIUISEQ ID NO:2Jf7R s

[0008]  EREFIBHIEZ HIRITFIUISEQ ID NO: 37w

[0009]  gF—Hh, Z IR FEBIE H6-FRIL R ER N -6- AL TOLER VIC FEtGukl,
VUG -6- BV JREE-X- D PHI 6 - RV L D PHAA B B2 A 6- 2247 .5 -



CN 113897458 A W OB P 2/5 T

TEC2 T - AR R LN . EE 3 AL 3.5 A B AL . 5 ) —Fhak,
JUM s BT 2 e K EER ik H6- RN H D FHH 4- (4- ZHRF R MERL) FHR.
PR KR L BT KR 2 8 B TRy K R 3 R ) — bl S LA

[0010]  AKBHIE AT T —Fhik /K M8 S48 FE IR 2 0O 8 ER A&, (. Fde
1 51 ¥ 2H AR Tagman % Y6 R4 B

[0011]  Jt—Dh, TagmanZ YEREIBZAFIR T H1I5 Sk it6-FAM, 3 dibs 10BHQL .

[0012]  t— 20 Hh , Z AR & B FE b 37 B 2 (1 973 35 AR VR L PCR SO MR S B g i B
PR A S, Hoh R BRI A A 10mM Trisy1%SDS.1.0mM EDTA, pHS. Off) 2% M3 , PCR X
ISR PR ¢ ' e B PCR S MR, B 044 i o K B AR 3 R K, B g o 3 B 7R K
ORI EH IR A E H R R E.

[0013] AR BHIBATF T —Fi i IR kG I /K 28 S5 38 FE AR 2 0 s 2 Bk A7 &
TERG IR 7K F 2 S R A g B ) B2 Y, 3G DA R 2D 3R

[0014]  f KA i A FH 95 B3 2 A VIR FH 28 T A E SE HUDNA , 20 I N B 510 £HR A
T, FEINNPCR I SR » Y 51 Ja BEAT 9% Y6 /€ TPCR, [ M 264 N95°C 2614 R [ vi5- 107348 ; 4R
J595°C R Ni5-15F0,60°C [ M 20-45F0 , 3:38-45 MNEE ; 2 Mo S W2 1558 AFAM, 285t
B IR AE60C

[0015] &k 5Ly - SR ARG N3 08 V5 A HY IS AL 4 30 il 2, P AR /K f R SR 4R B T 5
IF 1A 5 SR ARG 0 T LR ST 1 it 2, OB <35, VR /K f8. 38 S e 3P e 0 75 301 341 <8 A PR
P

[0016]  SEUAHIARAME , A5 B AT LIRS A HGE L R EEAR SR -

[0017] 1) SR FHA A BRI 5| WA 0y K #0208 PR HA e i B b AT A D, DROA e S, B
DA DAAR 2 A9 Sk 5E P H AR R AE 5

[0018]  2) A& BH () PRt 12 Wi 2 R 28 0 EROR PSR MR K 28 5% 1R R F
T EE AR B, I AR AN 75 36 . 61N 25 5 DL

[0019]  3) A BH B PR 12 W il R & 9 16 Rk HL v 2%, ZE A B Th BP m] S gl 38, HLAkR

=] 3

(00201 4) A< B FR) RS W 7R G R A g B0, AN B3 (R AR 3R SR B I, ml i o
FIAS AR R ) RO T 0 1 5%, SIE3D 3 47 vy A o DR AS 1

(00211 8) A< A IR RS W iR G AN E A K f S S B8 e FA e s e Va0 BE n il
PR R S e RV Ry 10 Azl i) & A TR K 1 58 584 e I 23 10 28— ik
FE AN T ROK B SRS e P B s oA M s vk sk, AR s R ANZE 5 4 {E
[0022] 45K, Sl A A B HIAE — 7 b e A — € F BRI IE R CL_ BRI TG 5 RACR

F3 15 RF

[0023]  sb Ak P 13 BH ) B 1T SR B A %o A i B P 3 — 20 B, R RRCAS I BRI — 38 40, AR K
BH 1) 7 B P S it 491 A 0 RH FH T R AR A BH , FEA M RO AR BRI AN 4 BR 52 o FEB B
[0024] P& 152 A B % 7K F 28 S 8 T 3 ek o B 2 Ol o B AR IR ke S e A M 5 L
B, 1 WK BT 5 2 - B R R B 3« MR VR O B 4. KD BTk KBRS
o IR B 5 6 SRS BE 7 VR K A RS- R FME o 75 s NTC : 1R K 11 FE B DNARH 14
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X HE

[0025] &I 22 AR WA VA 7K 1 2R S 4 e 3R IR i 5 5 O i B Aar sl ) & R B R A ] s Horp
1-1043 348 3.66 X 10 copies~3.66 X 10°copies~3.66 X 10 copies. 3.66X 10%°copies.
3.66X IOSCopies\3.66>< 104copies\3.66>< 103(;opies\3.66><102 copies.3.66X
101copies\3.66><loocopieso

B A

[0026] DL 14 IC G B 1] B S it 451 R T 240 0 B A O B AR S it T =, 8 e o0k AR & B e
FEAR T BOR MR R B AR 0] @ FE a8 B AR D S L R e 78 20 B FE4E DL St . N IR B
FH 2R AR R AR A U B B A ARSI R A %0 H

[0027] Syt fi1

[0028] 4 7K £ 2 S48 e H R B 1 5| AREHIR A4, Fobh 1 ZHART Tagmand JEHR
EFBEH RS, TREFBIIS dihn i A OG5 24, 3 sihnic A 9 GE KA .

[0029] % 5|¥WHHARL A 51 IFSCRV -qLO2F F1 5| #IFSCRV -q102R ;

[0030] ATk K] 5I4FSCRV-q102F 5> 41| ISEQ 1D NO: 17k ;

[0031] AR [¥) 5I4FSCRV-q102RF#1ISEQ 1D NO: 2f 71 ;

[0032] Pk ¥REFBRIAZ E R /7 1 40SEQ 1D NO: 3Ff7w

[0033]  Hirp, GRS HEBIIE H 6 - RAL R ER NF-6- R ER VICK Jugerh. g
A -6-RETVOLER RIL-X-D P 6- IV LD PLEH it D P 6- R34 .5 -
-2, 7 - ZHEEETOCR TR NS . B3 6 3.5 B ML S . SR — APl )1
By BT 96 KL AL H6-FREEDYH B FFI (4- (4- ZH RS EE SRR AL RH IR B
TRNAEKGRIL  PAIRAR KGR 288 I AR KGR 3 H B — PR S L

[0034]  FEALieth, #% MR T 3R L/ RIGHE RO 15 J: A PN T s K A

[0035] 1

00361 o ye v o S Y R
DABCYL 6-FAM.TET. JOE .HEX.Cy3H (¥ & /b —
TAMRA 6-FAM.TET. JOE HEXH ) & /b —Fh
BHQ1 6-FAM.TET. JOE .HEX.Cy 31 ff) & 7> — il
BHQ2 TAMRA.Cy3.ROX.Texas RedHf) & b—Fff
BHQ3 Cy5HCy5.5

[0037] R fidetth , Frid 9% Y4k o JE (4] 96 - FAM; BiTid 2 ' 4 K BE ] ABHQL

[0038]  SEjiifsl2

[0039] UK fa 25 S e B o 35 90 O 8 A AR &, R MO B R B R R
qPCR 5 R  BH P o it I3 1A o o A S L DR TR B R

[0040]  BIEREHR A, H i 514 AF Tagman ¢ YR EMBLALRL, HoAr 514 HA L R 5]
W2k FE 351780 . 15uM, FREH& KR T N0 . 1M,

[0041]  Tagman¥ YCHREFB, HAZ TR /7415 Hiihnic6-FAM, 3 ibric BHQL ;

[0042] 93tk o 4% i Dl K B A B R K s B % 8 LR Al R K B SR SRR R BT i B
FERH N , B 5[ DA ABEATPCRY 14 , 7 B4 =W ek ik, &8 R DR 2 g DA T )5 A 3%

5
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P A3 BB 25 5

[0043] TR B 2L N & 10mM Tris 1% SDS.1.0mM EDTA,pHS8.0 142 Mk ;
[0044]  JTid (] qPCR S BV A R B2 9 )6 5 BPCRIX BV » %5 A PCRIE . dNTP Mg® MIT14
RNase H.

[0045]  Sijitif3

[0046] 5 /K #1248 SR 4 P B 0 B ¢ ' 8 A UG AR G g AT RLFH R RE S A6 ) e d 3
FERRER: P 28 T 2L FR SR HUDNA L 23 UM B 51 R EH R A BN N aPCRIR S, R 21 Jeidt
AT 96 BPCR, ] 26 A 95 C 64 T B 5-1043 %1 S8 595 °C R Bi5-165FF, 60 °C | i
20-45%b, 3:38-A5MEIR s T HAE TSI 15 8 AFAM, 615 S UL EE B AE60°C

[0047] &t BLFIMT

[0048]  fyn SR A MIE A Va2 A HE IS AL 4 38 ot 4, # 9vR K A 2R SR FE I B R B s R
RS TE H ST 4 it 28, Ct{E <35, MR /Kt S PE PR 5 55 1) 40 8 P

[0049] A% BH BTk i BT i () 51 AL AR IR ET BAR A1 X VR /K f S8 SRR FEFAE . B R
FLR AT BETHI S SR AR SRR 1 2 e R A ok b AT o ke I, B RS & (6
T3 SR AR A5 A I e 0 P 355 6 e P A

[0050] iz it f51] 499 /K £ 23S S 4 12 B e 075 755 9% 06 7 = K IR 771 6 Fry 2 F 491

[0051] (1) DNAdhHE:

[0052]  HYOK 11 S fip U B I AR 2H 23 10-20mg - 1. 5mL & O 1, I\ 200uL 955 25 AR VR VR
51 T BERERIT BEAS BE Ji5 56 C /KB 10min )5, 12000rpm & Oy 55058 B35 B A BUR 9% 26 4%
&, VE AR ASEAR o

[0053]  (2) Wt EEPCR:

[0054]  {EOAN St Wi o 43 I II NPCRIZ S 14 . 5ul, 510 EH R S5 . 5u LG Hil 5 s v A
2,855 BIINNG . OULFF A AR

[0055] %7€ BEPCRI N 4544 :95°C, 104344 :95°C, 1580,60°C , 4588, 40MEIR.

[0056] X HILightCycler 96 Systemi® )¢ 5E BmPCRIY , K MGAE SUEER W E N FAMZ G
7, MBS ERAEC0 T,

[0057]  fpdtt xS N 350 15 B I P Joia 4% it CROBR AR B ER7K)  FH PR o dss o QR K B SR S48 30
IR BOR ER) o

[0058]  (3) &4f S Wby : A M & A IS B 28, J 52 koK Sk IR IFE I &
S ;G SRS U T H B SH A I i 4%, CHAE <S35, Mk 7K £ 28 S5 PR A1 e o 75 1) 31 o 9 o
P

[0059] 2 BLGIE « KA I FH P4 B 47 384 P g AT L RV e , M 7 45 SR B 5 oK . RS9 P2
BB 23 A 56 B 1 BRI 1) — 2

[0060] R A b iy 7K #0208 SE 42 PR B IR o B3 2% 06 0 B X S A D Vb AT PR A IR
K0 S S B 95 75 1 R S PR R R I X6 2 SR i Bt B LRTR 2B

[0061] P13k 7K Fn 2 S5 8 28 P e s 254 S ME AR I, 4P BT , &6Real - time RT-PCRIE &
Rl e, DR K B R S R 2 LA R b 3G 26, e s A ER A Iy
28, R 1% E R 1 R AT

[0062] P& 29k 7K fa 8 S 4 2 B o B R BRI, il BT 7, Z6Real - time PCRIE & 5
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(19 7K £ 2HE S A PE SR 95 5EDNA R AR BRI 4 35 1], M R BRI 36 6T 2545 DL
DNA, 3™ 18 35 €6 25 S gl N BH 1

[0063] iR UiBH 7S IR 1 R BRI A ORI St ], (R Anag BT idk , B 43R MR B IR
JEI R T A SC R g% 8 1 T 3K, R BB AE SR 0 F AR St g (R HERR , 1 vl T S R LA 4 A L&
SURIPRE , RS EA SCRTIR & PR R ARV [ P9, J8 0 b 280 B S A0 i 3 AR B e i e
ITER o T AAIE N 53 B R 47 1 403 AR A0 A 15 25 & B RS A RN L, JUDER S FE & BH Bl
B SR SR () AR T B A
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ERIES

<110> WrLA WA KW TE e
<120> AR /K #0258 SR PR TR B O RF S 1k 510 VIR AT B DR It 77
<130> 2021

<141> 2021-06-02

<160> 3

<170> SIPOSequencelListing 1.0
210> 1

211> 20

<212> DNA

213> N0

<400> 1

actggccacc acctctactc 20
210> 2

211> 20

<212> DNA

213> NI

<400> 2

agacacgttg atgcttgegt 20
<210> 3

211> 22

<212> DNA

213> N0

<400> 3

acgccctgag cctcaacgat cc 22
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Fluorescence (dRn)

TP

Fluorescence (dRn)
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