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Loop-mediated isothermal amplification detection method for pathogens

in export food—Part 1:Staphylococcus aureus
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Betaine : & 323,

Bst [ Bst DNA polymerase(large fragment) ]: Bst DNA E & (K A BO
DNA (deoxyribonuclele add) : it B 4% B #% /2

dNTP(deoxyribonucleoside triphosphate) : it 5 4% F = # iz

EDTA (ethylenediamine tetraacetic acid) : £ — %P4 Z, fig

Sem A s 4 T A0 7] 25 BR 1A Y H 48R 7 55 R (methicillin i 2545 ¢ Y 5
LAMP (loop-mediated isothermal amplification) : 4\ F{H G 14
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BRAR B 15 ROV R ) Mg® 455 7 AR R ) R BERR B6) 8 UL B T TE - in A I (8 3 B AT i
A A W58 1) 25

7 AN AR

WA iR UL IS0 B A S 56 PR 2 0 40 7 48 5 S 30 UK A & GB/T 6682 i — K I 2K .
7.0 51 AR G B A BRI R R A fem A FER B — B R FAE S Y A SN 1(F3) 5k
514 2(B3) , 514 1(FIP) , 45|49 2(BIP),
ShS I3 R BEIC BE - 231 bp,
F3(5’-37) . TTTAACAGCTAAAGAGTTTGGT
B3(5’-37); TTTTCATAATCRATCACTGGAC
FIP(5’-37) :CCTTCAGCAAGCTTTAACTCATAGTTTTTCAGATAGCATGCCATACAGTC
BIP(57-37) : ACAATAATAACGAGGTYATTGCAGCTTTTCTTGAACACTTTCATAACAGGTAC
IR YIURME TR CY,
7.2 10X ThermoPol %% % & :0. 2 mol/L Tris-HCI,0. 1 mol/L &4b%.0. 1 mol/L Hilig4%,20 mmol/L %
184% ,1% TritonX-100,
.3 dNTPs.: & MZ T E 10 mmol/L,
4 FHERK W 5 mol/L.
5 WilfRE:(MgSO,) )& 150 mmol/L,
6 Bst DNA RG 0 MkE 8 U/pl,
7 DNA # B : 20 mmol/L Tris-HCI,2 mmol/L EDTA,1. 2% Triton X-100(pHS. 0),
8 B :SYBR Green [ %yGgekl,1 000X,
9 FFME T BE - G B €5 R 4G K TR bR ME B BR L 50 H 9 B DNA,
2100 1.5 mL ¥R B LA
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8.2 mHMlAAELHL=T 000g.
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&) HARBGZIEHEM 1 mL nE 1.5 mL R L0 H .7 000g B0 2 min, REIRFE 15

b) A 80 pL DNA $HUK . I 5] J5 ¥ /K% 15 min, ¥ K I 10 min;

¢ 7000g B0 2 min, IR DNAGHEERE —20 CRlffF 6 D H .

2> RFALATE Jr ¥k ot m] {4 8 00 30 265 BR A LAMP A6 I 350 4% 8 Ui I 5 448 .

3) RJAT IR Iy vk AL AT T A AL AY B b f B9 DNA $2 BGSUR &1 #2 LU W BUR) # B DNA,
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ThermoPol 28 Wi 10 2.5 1%

ShEIH 1(F3) 10 prmol/L 0.5 0.2 pmol/L

ShBI14 2(B3) 10 prmol/L 0.5 0.2 pmol/L

MBI 1(FIP) 40 prmol/L 1.0 1.6 pmol/L

M3 2(BIP) 40 prmol/L 1.0 1.6 pmol/L

dNTPs 10 mmol/L 1.6 mmol/L

BT 5 mol/L 0.8 mol/L

i R 6 150 mmol/L 8 mmol/L

Bst DNA %4 8 U/uL 0.5 0.16 U/pL
DNA ##7 — 2.5 —
B TR — 7.5 —

10.3.2 Mt

10.3.2. 1 # 1 fraRBeihl sviik & .
10.3.2.2 65 CH 4 60 min.,
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BE YR I AR B B o) B L s 1 X BRI BH P X B

25 F % HE LKA DNA A .

FA M B L DNA S BOBACE AR A DNA, 3 n] ff FH 4 5% (0 ) 45 Bk 5§ LAMP K il 38 75 & A 19 FH 1
X IR,

FH P X B o) B < o 4 B 60 ) 2 BR B bR ME TR AR B T B RN 36 TC 1 CHE3% 18 h~24 h, [ G
BAFE KFHBEREY 10° CFU/mL~10° CFU/mL(ZZF KM JF 0. 4),3% 10. 2. 1 #EE R DNA {EH

LAMP B iAot ml P < 2 €0 4 46 Bk i L AMIP A 035 0 v 1) B A X 1R
10.4 RV

fE EAR R RINA 2 pL B AR BRI R AT 5P WA
AU LAMP 35050 &% TN A » 5 52 W82 () — U A DNA 7388 2 1 i A S 46 JF
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Al &EEBEHEFKE femA EEF 5 (accession no. AF144661)
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atgaagttta caaatttaac agctaaagag tttggtgcect ttacagatag catgccatac

agtcatttca cgcaaactgt tggccactat gagttaaage ttgetgaagg ttatgaaaca

catttagtgg gaataaagaa caataataac gaggtcattg cagcttgctt acttactgct

gtacctgtta tgaaagtgtt caagtatttt tattcaaatc gcggtccagt gatcgattat

gaadaatcaag aactcgtaca ctttttcttt aatgaattat caaaatatgt taaaaaacat
cgttgtctat acctacatat cgatccatat ttaccatatc aatacttgaa tcatgatggce
gagattacag gtaatgctgg taatggttgg ttctttgata aaatgagtaa cttaggattt
gaacatactg gattccataa aggatttgat cctgtgctac aaattcgtta tcactcagtg
ttagatttaa aagataaaac agcagatgac atcattaaaa atatggatgg acttagaaaa
agaaacacga aaaaagttaa aaagaatggt gttaaagtaa gatatttatc tgaagaagaa
ctaccaattt ttagatcatt catggaagat acgtcagaat caaaagcttt tgctgatcgt
gatgacaagt tttattacaa tcgcttaaaa tattacaaag accgtgtgtt agtgcecttta
gcgtatatca attttgatga atatattaaa gaactaaatg aagagcgtga tattttaaac
aaagatttaa ataaagcatt aaaggatatt gaaaaacgtc ctgaaaacaa aaaagcgcat
aacaagcgag ataacttaca acaacaactt gatgcaaatg agcaaaagat tgaagaaggt
aaacgtctac aagaagaaca tggtaatgaa ttacctatct ctgetggttt cttctttate
aatccatttg aagttgttta ttatgctggt ggtacatcaa atgctttccg tcattttgec
ggaagttatg cagtgcaatg ggaaatgatt aattatgcat taaatcatgg cattgaccgt
tataatttct atggtgttag tggtaaattt actgaagatg ctgaagatgc tggtgtagtt
aaattcaaaa aaggttacaa tgctgaaatt attgaatatg ttggtgactt tattaaacca
agtaataaac ctgtttacac agcatatacc gcacttaaaa aagttaaaga cagaattttt

tag

e NRIZRER D T B IR X B

A.2 RS R E A AL

femA-F3 (5’ -3 ) :TTTAACAGCTAAAGAGTTTGGT
femA-B3(5°-3") :TTTTCATAATCRATCACTGGAC

F1C F2

SfemA-FIP (5° - 3" ) :CCTTCAGCAAGCTTTAACTCATAGTTTTTCAGATAGCATGCCATACAGTC

BIC B2

femA-BIP( 5’ - 3" ) : ACAATAATAACGAGGTYATTGCAGCTTTTCTTGAACACTTTCATAACAGGTAC

. TTTT RNERFH ;51 YRR T M “C”,
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