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# & W 553 (SAV) 3 & RT-PCR 4 M X 7 & 3.9

Method of the real-time RT-PCR for the detection of salmonid alphavirus (SAV)

(50 reactions)

1. KHEHN

5 : HB-716-1

A T i 8 & F g% A salmonid alphavirus (SAV) B A5 ) Fe )& % 4 5069 & &, A 3 AR4E OIE 5
B F M P AR 4969 5| AR P, BERFERRZGHRA, FAEST ARMNE. B RRKFE
BATHM LA Rk RA MR, B, ARERE. BR) 2582 AN F A R RAL R
2. AHELR

RS LIEBIRY 31X . BiREmAS L& 1:
% 1: AH&mik (50test/&)

X & AR RS AR
HERRBGRF . R E ik 15ml X2 &
MR ¥ iX7:  DEPC K& Tml X1 %

SAV 22 %, RT-PCR AR i% 750LL X1 %
B A4 0L X1 %
] b 2 B8, ml X1 %
SAV [E b4 3t BB ml X1 %

(iz: HBRARBGX T T A% A AN 8] 4 7 A9 R IBAZIR B Pt 771209 (R RNA 42 XRBUXF &)

3. BARR, ARAER

3.1 HMARE: MTAREEMLMELHERAFBT, FHELRNA BT 4,
BRALAFICEETHOEP, HBIXFEH LG RNA 32X 74215 5000 R AL AR .

3.2 55 : HAE2 C—8 CEAMTHREGER AL 24 h; -70 CUATT KAtk E, 12 p# %R 24
m (RZ A3

3.3 &y R Mk R KK ENHAITIE R,

4. 3% % RT-PCR %W
4.1 M7k

411 R E (EFEARERBT) -

4.1.1.1 BnANRE 1.5 mL Eppendorf &, H+ n A oG AHTRGF (TREFR, Wik
st KA &P CARE), AR, (E: AFEFegratstBAZ/EH PCR &N 69K, LE
REER, AWNERITRI)

4.1.1.2 HEmN 600 pL EAER, 5 A NHAAE R Fo P E 200 pb, —AF A4 A — AR
sk, BAN200 pl #45, RABLERBHRI5s R F82, AhZA5LE, LT AR
FHEEIRG) , T4C 12 000 r/min & 15 min.
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4.1.1.3 B54.1.1.1 A% E XA 1.5 mL Eppendorf &, #w A 500 uL % AEE (-20°CH#iA) ,
MARIT. A4 1.1.2 & F PR LiFRES EMp e, RS E VAR 500uL, i8R
b AR, SENIR D

4.1.1.4 T4 °C. 12 000 r/min & 15 min (Eppendorf & O fR#F#HH St T HmxE) , >
@beﬁ@ﬁfﬁ%%id&ﬁwﬂmEﬁmﬁﬁﬁ%%%@%ﬁé%)WA@MAHV
LBE, AR skik

4.1.1.5 ¥4 °C. 12 000 r/min &+ 10 min (Eppendorf & FF QR +&F A H SHsEsh T @4 E) , b
S L EF, BIETRKALE, RESTFRA (RRAFSALERKERR RS EF) .

4116 4000 r/min %+ 10s (Eppendorf & FF 0 RFMH Uit sh T @n E) , HEE L& 4L
RARRE)E IR, ol LE, ARESmESELRT, —OFARA-ARK, ALTZ
BB —&, £&TIE3 min, RELFFEE, A% RNARZ,

4117 A=A 11 uL DEPC K, %242iR¢), AfEEE L4JRNA, 2 000 r/min .35 s, ik ERAE%
F. 4RELAYRNAZAE 2 h 4T PCR 7738 %% KK AMAE-T0 CkFamn .

[T 48 (Jm3 RNA AL XBFGXF &3P ) (%5 : HB-QPCR-01) {£ i, # A&y RR
ZER] .

E: RIARNASUAE 2 h AT PCR 3% ; 2 FKPRAEMAE-T0 ‘CAFER.

412 ¥

4.1.2.1 XM AL (EREZRSHBLF R -

MR & P B A48 2 69 3¢ & RT-PCR R % BERAdn, A FETakLE, 2000 r/min &35 s,

EPTE XA RT-PCRAEM LK A n, HF n ABAEFS, MESTR LS AR, &SRR

AR R BLHRI LK 2:

% 2 HAEE SR B AR R BLH R

W RT-PCR 5 & i& By iR
AZ 15 uL 1.0 pL

ARAE M XA o0 09 22+ HAF &K A2, WARELERBRKEF, RHORSHI, mEN
% HXRT-PCRE F &5 K16 ub, #45EH ALK,
4.1.2.2 7otfF (BFALERXBT) ¢

FE &% 2 6952 ART-PCRE F 5 HlAw N LR A% KR FZF 3R4.1.1. 7F # & 69RNAZ /& 10 L, 2%
E&, 500 r/min# 30 s, (E: MENBATERIBER, TREERITRYBEARYER)
4.1.2.3 %K RT-PCR 42| (AN X #4T) -

F4.1.2. 2% 3503 )5 69PCRE AN\ 32 ART-PCRAR M AL A, 32 F A R FEAIA A o

MBI AL E .

H—Ur &, RA%42°C /30 min;

ZHg, FEM92°C/10 min;

%=, 92 °C/15s, 60 °C/60s, 40NTEIR, 2% =M BA KB IR 6960 °Cil K I Ad i lk 4& 32
Ko

KA 4 RG, ARIBACE 6952 A i) K ACHARP) = £ R,

4.2 #HXHE

4.2.1 HEpHEHEE
HAZ RN R, RAEIRE RNARBEA B H ST, AREZRFAR i 5 P AR
AT KRS A,
4.2.2 R¥FEAAE
A FIHHE: bR AR X B VRS I A 14 S h 4R i A E PR 1 S8 3 2 329 =
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4.2.2.1 TAMHMBECtARLY XK,
4.2.2.2 [abEsfREey Ct /A m<25.0, HFHMBANGY B X, TN, HRFEBRAAY LK.
4.2.3 HRFARAE
4.2.3.1 Mtk
FCHER LY 3t &, T4 o F LSAVAELER
4.2.3.2 Mk
Ct{A<<30, H M A GG Y 3G &, TH T A ESAVER.
4.2.3.3 A RN
CtIE>3089 4% A N E M. EMLERARMAEAME, TN A

5. MAXBARELE (GlaphiRe 53

F: CCGGCCCTGAACCAGTT
R: GTAGCCAAGTGGGAGAAAGCT
probe: 5 FAM-CTGGCCACCACTTCGA-MGB 3’
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