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Loop-mediated isothermal amplification detection method for pathogens

in export food—Part 5.Vibrio parahaemolyticus

2011-02-25 %0 2011-07-01 K 5%

B
X
e
il
=
I3
%
&
%
b
o



SN/T 2754.5—2011

[

B

SN/T 2754¢ H & o 8O B A A SR 3 (LAMP) &0 5 i) 3643 8 15 A4

— 55 1) A O A BRI

— 55 2 34y KA O157;

— 55 3 WAy BRI 5

55 4 Y - B AN PR R A 2 R A

55 5 R4« B I R

55 6 T4y /NS I R R R AR A

— TG A A

55 8 Ay il R S E AN A

55 9 EBY < I VR BE R

55 10 ARy PRI NREAR A 5

55 11 FR 4y AR AL TR R AR LN 5

5 12 Ry U BN 5

— 55 13 FR 4y AN IR 5

5% 14 FB A ARG A HE R AR G 5

— 55 15 R4y B A AT A

Ay R SN/ T 2754 W45 5 545,

A4 IR GB/T 1. 12009 25 Hy (1 0 00 e 25

T RS SO B Y 28 RT BBV B B Mo AR SO 1) & A AR AS 7R FH TR0 5 28 5 R Y B4

A4 h 1 R UGE A W] W A SR e,

AR L BT - H A N RO [ BR VA A B A IR A R L e A R N b A B A 56 A
Jay A N R FNE ) AR AR A 0 A Ry AR N L R G A SR AR I A R ) N A i A )
FA PR T L bW K

ARFERGr EER N TSGR e g AR PR R WL 2GR W B R S O DU AR TE T
TR AT B ke R



2

.

3

SN/T 2754.5—2011

HARmPBHRERN SEER
i1 (LAMP) #9175 i%
E 58 BliamiEilE

SEE

SN/T 2754 fAER 73 HLAE 1RSI0 HE 1080 v R o 4 S BT A B0 SR L AR 9 1 (LAMP) 3% .
AR o338 T 0 o I IR R G A

eS| A4

NSRS T A SO 8 R R A AT A B . LR TE HB B 51 S A H 3 B9 RRAR 3 T AR ST
SR AN TE H 8 51 S e dw T RAS CRLA B A7 B 48 o5 80 36 1 1A S A

GB/T 4789.7 Eab PAW~AAa s v i Ak oI 6 56

GB/T 6682 73 Hr 5 4 = FH K BUAR AR 7 ¥

GB 19489 Stes A% 4xil 2K

GB/T 27403 SR i M &> T YA

S REHE

T PR AP SR A N B 22 4 L p B AR B AN BRI R LR I A 3R A R 5

IR GB 19489 H A L HLE AT .

4

5

6

B 5 RAE T

Bis 1k 75 G A A I 45 A GB/T 27403 BHLE .

GER&IE

T A 4 g 1 S TAS SO

Betaine: i ZE B

Bst fifi[ Bst DNA polymerase (large fragment) |;: Bst DNA R & (K F B
DNA (deoxyribonucleic acid) : it 28 A% ¥8 4% 12

dNTP(deoxyribonucleoside triphosphate) : it S8 4% H = Wi 2

EDTA (ethylenediamine tetraacetic acid) : Z, i P4 Z, g

LAMP (loop-mediated isothermal amplification) ; ¥5 4 S {H {ig 3 14

Triton X-100: 3 2, 5 3 48 e ik
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BIFL R 5 B 75 A 3 Sz DX AT B TR Sl 76 2068 B 40 SN L A8 cox S FE IR A1 3 ) B AME B R TE
[) — 5 b B DY 81 JA] I 52 3R T A AR 22 30 1 AR BB S 25 44 11 2528 DNA TR G 95 N ANTP #r i i £2 B R
RS 115 SN IR ) Mg® " 4 7 AR R ) (R R B8O JE BTl 1 G 00 IS € 3 B AT o B
AR W5 F E 4

7 AR

WA iR UL IS0 B A S 50 AR 2 0 40 7 48 5 S 3 UK A & GB/T 6682 i — 2K 2K .
7.0 51y AR E R L IR AT AR RS tox S BER BT — B R RS, RSN S 1,405 2
NG 1. N5 2,
ShS I3 R BEC BE - 195 bp,
Ah51¥ 1(F3,57-37) : GACTGCCATTCATTTGATGT
shE18 2(B3,57-37) : ACTCGTATGAGAACGTGAC
M5 1(FIP,57-3") ; ATGTAGGCCAGGGTGCGGATATTTTTGGTCGATGGTGGCATTG
WNEl¥ 2(BIP,57-37) :CCGCTCTGGGTAATGGTCGTTTTTTCTAACGCTGCGCTTGCTC
7.2 DNA #8320 mmol/L Tris-HCI,2 mmol/L EDTA,1. 2% Triton X-100(pHS. 0),
7.3 10X ThermoPol & # % :0. 2 mol/L Tris-HCI,0. 1 mol/L 544L4.,0. 1 mol/L # &8 %%, 20 mmol/L
BRBREE . 1% TritonX-100,
4 dNTPs. & M#FEREE 10 mmol/L,
FH ST - ¥e B 5 mol /L,
MEREE (MgSO,) : ¥ F 150 mmol/L,
Bst DNT R0 Mk L 8 U/pl.,
BAE :SYBR Green [ 2644k, 1 000X,
IF A 0T B < 1) ot I B o TR Pk L B0 H I i By DNA R
7.10 @I PR LAMP &7 &0 o vl 2 B0 & v W 0 8 . 00 o 4 B 8 fiff T R =R
T2 LI % B.
7.11 1.5 mL ¥R 204,
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8.1 BWifs . A2 0.5 pL~10 pL; 2 10 pL~100 pL; & 100 pL~1 000 pl.,
8.2 A E.LHL: =7 000g,

8.3 KR EIN AL .65 C -1 ‘CHI 100 ‘CE1 C,

8.4 ItHffs.
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£ PR T LAMP A FE R L 1.

D )TN AR A YR A R FIR A 4 X — 5 R T AR v B L R AN R X% AT .
SR Al 28 257 il LT A T 0 2028 o DU AT 0T T 28 25 2™
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10.1 #@mElE EEESR

R GB/T 4789. 7 AR ETT ¥ HEAT R &t i) 48 148 14
0.2 ZAEER DNA B H &>
10.2.1 HERER DNA K6 &

XF T 1001 AT I 3 R SR AN R J7 85 il # B AR DNA

a)  HEEBOZIEW 1 mL ing) 1.5 mL KW E.0E .7 000g B0 2 min, JREW T FIER
b) A 80 pL DNA $& Bk . 1R ) J5 ¥ K 10 min, K [ 10 min;

¢) 7 000g B0 2 min, FIE R OEIAR DNAHC R R E —20 CRIRAE 6 D H &

10.2.2 FREEF&EW DNA Bl &

Xt 1001 0 B A] BE R v R EL R PR IRCAT BE B v . PRI IR 100 20 1b) B BRI A5 B DNA DLy
LRl

2> SRR 77 ¥ o (8 T 0 i A OB L AMIP G i 150 5 3 U B A 4R 4
3) SRR IR 5 i A T 8 S5 2R R A A ) DN S G AR 8 9 422 HG d B B2 IR 4 A Al DNA
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10.3 N SEEZEBY
10.3.1 MR

Bl MRS LAMP ik 2 3 1.
X1 EBEIBAMmMEME LAMP R & &

a5 [ e B R B
ThermoPol %% ik 10 X 2.5 1X
F3 10 pmol/L 0.5 0.2 pmol/L
B3 10 pmol/L 0.5 0.2 pmol/L
FIP 40 pmol/L 1.0 1.6 pmol/L
BIP 40 pmol/L 1.0 1.6 pmol/L
dNTPs 10 mmol/L 4 1.6 mmol/L
i 32 B3 5 mol/L 4 0.8 mol/L
i 1R £ 150 mmol/L 1 8 mmol/L
Bst DNA %4 il 8 U/ pL 0.5 0.16 U/ pL
DNA 5z — 2.5 —
KB TK — 7.5 —

10.3.2 REzid#

10.3.2. 1 #¢& 1 Pk le il s bR & .
10.3.2.2 65 CH ¥ 60 min,

10.3.3 =EXNR.BUEXNR.EENRIZE

B U 52 I T8 B AR T TR LA 1 X ORI xR

Z5 0 IR B LUK AU DNA AR

FAPEXS B L DNA S OB B Al DNA -t Al (i &) ¥ o 14 o i LAMP A I3 50 & b iy B 4
Xof B

B A % HE T < 0 1A O s A T R D T 6 00 B AR 1R K 36 °C 1 "CHE R 18 h~24 h, ]
To AR R KR BE R 2 10° CFU/mL~10" CFU/mL(Z22 [GFE 0. 4) . 4% 10. 2. 1 $2 IR DNA £
LAMP Jz i pg sl .t al £ s i P I i L AMP A6 I 3700 & rb 9 R P o B

10.4 ZRME

LRIV FIMA 2 pL B O BRRIEAIIFERGOT = T ML,

A LAMP 2500 &% RN 48 8 B8 TR B 8 — IR P A DNA 3734 |2 7 J5 ] A 6 JF 2%
R ey 2= 2%
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FA MmN E tox S B A F 5l (accession no. 1.11929. 1)

1
61
121
181
241
301
361
421
481
541
601
661
721
781
841
901

961

tcatatgcta aaacgtgttt ttttagaaaa atttaattat cctaccccce taaaagcatce
taaaacgtcg cgtatctccc atgegcaaac gtaattttgt gatataaatc accataatta
caacatcatc catctaagaa gaactaaatg actaacatcg gcaccaaatt tctacttgct
caaaggttta cctttgatcc aaatagtaat tcgctegetg accaacaaag cggcaacgaa
gttgtacgat taggaagcaa cgaaagccgt atactcctga tgttggegga gagaccaaac
gaagttttaa cccgtaacga gcttcacgag tttgtttgge gtgagcaagg ttttgaggtg
gatgactcaa gcctgactca agcgatttct actctgegta agatgttgaa ggattcaacc
aaatctccag agtttgttaa aaccgttcca aaacgaggct atcaactcat ttgtactgtt
gaacgcctaa gecegcettte ttcagactca agcetcaattg aagttgaaga acctgcettcet
gataacaatg acgcctctge taatgaggta gaaacgatcg tagagcecgtc tttagegacg
tcttctgacg caatcgttga accagaagceg ccagtagtac ctgaaaaagc acatgtggct
tctgetgtga atccttggat tccacgegtt attttatttt tggeactatt actaccgatt
tgecgtactgce tgtttacaaa ccctgeggaa tctcagttee gtcagattgg tgagtatcag
aacgtaccag tgatgacacc tgtaaatcac ccgcaaatca acaactggtt gecttctatt
gagcagtgca ttgaacgcta cgttaagcac catgcagaag actcgttacc agtggaagtg

attgccactg gcggacaaaa taaccagcetg attttgaact acattcatga cagcaaccac

tcgtatgaga acgtgacatt gecgtattttc gcaggtcaaa atgatccaac agacatctgc

1021 aaataaagga ggccagceatg aagattaaag tagcatctge ggttttggee gtatctatee

1081 ttttcagtgg ttggttgtac tggggcagtg accttaaagt tgagcaagtg cttacatcaa

1141 atgaatggca gtcaaccatg gtgactgtga ttactgataa cttgccagac gataccgtag

1201 geeegttacg tecgagtgaat gtggagtega acgttaagta cctgecgaat ggegattaca

1261 ttcgegtgge aaacatcaaa ctgttecgeac aaggetegac ggetgaateg acaattaata

1321 tttcagagaa aggtcgetgg gaagtgagtg ataactatct gettgtttet cettetgagt

1381 tcaaagatat ttcttcttct caatccaagg atttttctga agcegcaacta cgtttaatta

1441 ctcaaatctt taagctagat gcagaacaaa gecgecgaat tgacgtggtt aatgagaaga

1501 ctctgetatt aactagecta aatcacggtt ctacggtact gtttagaaac tgaatttaat

1561 tagtgataag ggggcaagat gcecectta
i B ITRE R rox S FEHF S .
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A.2 ARSI EE R

tox S-1-F3(5°-3") : ACTCGTATGAGAACGTGAC

tox S-1-B3(5°-3") : GACTGCCATTCATTTGATGT
F1C F2

tox S-1-FIP (5”-3”) : CCGCTCTGGGTAATGGTCGTTTTTTCTAACGCTGCGCTTGCTC

B1C B2
tox S-1-BIP (5’ -3” ) : ATGTAGGCCAGGGTGCGGATATTTTTGGTCGATGGTGGCATTG

. TTTT WEHEF5.
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