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Real-time recombinase-aid amplification detection method for pathogens

in export food—Part 16:Vibrio vulnificus
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PEG: 2 Z — % (polyethylene glycol)

RAA . AN S HER AL BRY 1 (recombinase-aid amplification)

Tricine: = (R 3 B & H & B (N-[ TrisChydroxymethyl) methyl] glycine)
voh A FEH %5 40 i 2 35 H] (eytolysin)
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PIFREE) DNA A, R B0 I 4 v RAA SIHIAT exo FREF . #1752 AF 2606 RAA P34,
AR S 225 RAA A 3% e 175 B0 52 B0 8t v B 47 91 TR A DR o O 1

5 AN
B 75 A5 WL E A o 15500 D 0 A el sl A AR , S8 K AT GB/T 6682 — oK iy BoR . ir A7 35 1
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5.1 A5 ) FF 5l FR$t
HREPE B INE voh A JEBCIT B9 B R UFS 1P — 4% exo #RETTEILR 1.
&1 SR F 5

% FR FH(5'-3") H Ay 5L A
W4 vohA-F | TTCCAACTTCAAACCGAACTATGACGTTTTGT

TUF5Y vohA-R TGGATGATTCCAGTCGATGCGAATACGTTGT
vuhA FE

AACTCAACTATCGTGCACGCTTTGGTACGGT ( FAM)-THFA-T
(BHQL)-CCCTTCAGCACTCTT-C3 Spacer

exo R4 vohA-P

5.2 X

5.2.1 4IF DNA #2BOLH & .

5.2.1 RAA LW ZE M :20% PEG. L n] R FH R0 ik &

5.2.1 280 mmol/L ZR%EE,

5.2.1 R THEHH:1 mmol/L dANTP,90 ng/pL HEELE G H 1,120 ng/pl recA B2 H .30 ng/pL
Bsu DNA %4 8§ .30 ng/pl. Exolll, 100 mmol/L Tricine,5 mmol/L i 7 #EEE. 100 ng/pL LRI
B ORAF T 200 pL A R T, o AT R A8 28000 ot iR

5.2.1  FEPEXT B . 6 45 9B bR v T ik L B B BLR) DNA,
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6.1 ZOLKMAL . HA T (39 C 1 COY H Th M7 LR AL .
6.2 EBBAF:100 pL~1 000 xL,20 pL~200 pL,10 pL~100 pL,0.5 pL~10 pL,IFB & 5%
g DL TC 1 ek
6.3 i AEXE LI B0 TI=12 000X g,
6.4 MHEAJE®: 100 CE1 C,
2



SN/T 5516. 16—2023

6.5 K¥.J&&E 0.01 g,

7 WNERF

£ R I SE I 8 RAA KEINAR R UL 1.

R BURE

T A U B R

HEDNARR K

SEHF S JGRAA R B

SR

Fe G TT A

i

B 1 RafelmilE LKL RAA BREF

8 RIETR

8.1 HmEl&E WHIER

M GB 4789, 44 By J7 1 BEATAE St 1) 4 FIHE TR
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ST 8. 1 ARG, W 1 mL WA 1.5 mL &.08H,12 000X g B0 2 min. F .
K IR £ v B 40 TR R T R B A T L O R RN DNA 2 BGR & DI B R A5 B DNA,
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8.2.2 TFIEEHEMEN DNA BH &

Xb o3 2 B A AT BE B T LR PRIBCRT BE TR T 100 pL JEEUKIR AT WK 10 min, 57 B E 0K
R ENL12 000X g B0 2 min, BVEW BN AL DNA, o] i T 55 5500 1 AL 40 DNA $2 B0 &
I L UL A3 i 5 BEAR DNA.
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vohA-P(10 pmol/ L) 0.6
DNA A (20 ng/pl) 4.0
JCH W ZE K 13.7
Z 184 (280 mmol/L) 2.5
JES 50
7 1 DNA AR it v] AR 4 AN R AE & B A B0 E A7 3
7 2. MR S RRBEFABINR DNA LAY A B R IEIR A . 3 IR G W 2 & A IR T g6 7 1Y 200 pL R &, 5
R F A VR TR 584> S S AT R RS L FT I RO BT, [ A RO BT s BA 2.5 pL SRR EE LR
J&i 18] 45 B BAOGINARE AR DNA, T2 R A1 I3 0,
i 3. Al RN R AR Tt RAA TR & B UL I A5 e A7 R 0,
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25 O IR DL K AR B Al DNA

3P %of HE LA A A0 40 B s 9 B AR DNA FRER Bl DNA

BH A X BRI 4 < FH R 28 DR IR i 26 K 1 ST Al b 00 B0 405 5 B A o TR AR 22 0. 85 AR BRER K v, JH &=
FICME 0.5 Z£47,12 000X g B0 2 min, 7+ F3E s A 1 mL 0. 85 % Jo i A= BEER K B UTIE . 12 000 X
g B 2 min, 3¢ L& A 100 pL JC KRS S kK3 10 min, 372 B E 7K ¥R #1512 000 X g B0
2 min, EIEWRED M EIGIE RAA KA BHE DNA AR,
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9.2 FHRWARFE

FESHTE 20 min PYJCH"HE 2R, v RE AR S 25 SR S B, v B R R A R A B T
FEMAE 20 min N H B Y 18 iy 28 L D00RE 5 45 SR R B 45 9 B A0 O BH I . X T A O BH PR &5 SR 7 4 AR
GB 4789. 44 #H47843F .
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GB 19489 H 1A KHE AT,
57 1k 75 YL 48 it B 755 GB/T 27403 HIMLAE .
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TTCCAACTTCAAACCGAACTATGACGTTTTGTACGAAGCGCCCGTGTCTGAAACTGGC
ATAACGGATTTTGAGATGGGCGTGAAACTCAACTATCGTGCACGCTTTGGTACCGTTCTTC
CTTCAGCGCTGTTTTCGGTTTACGGCTCTGCGGGCTCGTCAACCAACAGCAGTACTGTGAA
ACAACGTATTCGCATCGACTGGAATCATCCA
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