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Loop-mediated isothermal amplification detection method for pathogens

in export food—Part 4. Listeria monocytogenes
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(LAMP) ¥,
AR 338 FH T R o A 20 4 A 2 S R 1 G A

2 AEHsI AxXH

TSR XS T A SCHF A R R b AN AT A B o PLIETE HB 89 51 S« AT H 3 B9 RRAR 3 1T AR 3T
o JLRANTE B 51 SR Hedsogi iRAS CRLA6 BT A 1R 48 24 800 38 T T A S

GB 4789.30—2010 EAVEEEZRIME SMBUEYFRE PN Y A 2 IR R

GB/T 6682 43 5 4 2 A BUAR A6 7 ¥

GB 19489 St A4l 2K

GB/T 27403  StHa B S mI e & ah 7> 1292 4 Il

T ARSI A N B 2 4 I ER LA AR B T AR O DRG0 A AR R A R TR B B R
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Betaine: §f 2%

Bst [ Bst DNA polymerase(large fragment) ]: Bst DNA B &8 (kK F BO
DNA (deoxyribonucleic acid) : Jit & 4% Wi A% g

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

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

LAMP (loop-mediated isothermal amplification) : ¥4 F{H G " 14

Triton X-100: 5 & — i H 4 FL ik

vir R B A 4 A 2 307 45 I 1 S0 B 7 2 ) ik 1A
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RS P A% 0 i 4 A 2 0 TG B A O E B v R R (32 0B S A 5 9 5 X 4 ik 1 P9 L 41 B
Yy R S PE RO SR 50 b i 7S A A0Sy X R Bse 1 i3 30 08 20 5% B 4 SN AE vir R BETRT 91 )3 3 B
HMBE B F8 T [F] — 5 b EL RN Py 8 T A2 AR T8 A AR 22 B0 09 AE AR SR A5 # 19 25-3F DNA SR &5 97 L dNTP
i B AR R RR AR 2 5 ROV IR B Me® T 255 AR R RBER PO TR LB AU A B 6
T B AT e A e 5 )

7 R F FA AL A

R A R ok U6 A1 BT A S 3 PR 340 28 40 i 45 S 3 FHOK A5 GB/T 6682 H— K 223K .
7.1 51 ML B AN A A AR R QR A AR T A oir RIS BOTE— B R S Y 45851 1,
Shalyr 2 NG L. NS 2,
ShS I3 A BUIKC BE - 216 bp,
AhE1¥ 1(F3,57-37) :GTCTTTTAAGTGGAGTAAACCTT
4h514¥ 2(B3,57-37) ; ACAAGACTTCACCAATCCA
W58 1(FIP,57-37) : CCTGTGCCAAAGCATTTTTACATTTTTTAGGCAAGTCATCTTGTTCG
WEIY 2(BIP,5-37) : TAAGTCTCTTTGCAATTGACCGACTTTTACGTGTACACAGAAAAGCG
7.2 10X ThermoPol Z& #p ik & :0. 2 mol/LTris-HCIL,0. 1 mol/L 54k4H ,0. 1 mol/L #il& %% .20 mmol/L #f
BR4E,1% TritonX-100,
.3 dANTPs:EMZEBRHE 10 mmol/L,
4 THSEH W E 5 mol/L.
5 BilREE(MgSO,) : ¥ E 150 mmol/L,
6 DBst DNA 50 MkE 8 U/pl,
7 BAAW :SYBR Green [ #Jt4ekt,1 000X,
8 DNA #2 U : 20 mmol/L Tris-HCI,2 mmol/L EDTA,1. 2% Triton X-100(pHS. 0),
9 BH P Xk R« BAA% AN 1 A 2 0T R IR bR o TR R L B H Y B DNAL
.10 1.5 mL 3R B LA,
I PR MG A AR IO LAMP AR R & L Tk, 2 MR G W B R . R S R
o R ST S WL S B,

NN NN N NN NN

8 INEEMi%E

8.1 MWiH: b 0.5 pL~10 pLs KR 10 pL~100 pL; B2 100 pL~1 000 pL,
8.2 A B LML =7 000g,

8.3 KIS MMM .65 C 41 CHI 100 ‘CE£1 C,

8.4 i,

D iy AR W e W R R R R AL 4 X — (5 B R T O AR i A AT O R SRR %07 AT .
SR Al 28 257 il LT A T 0 2028 DU AT 0T T 28 25 2™
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B fRbhAZEmEESFHEFRE LAMP &ERF

10 BIEHRY

10.1 #H@mElE EEESR
28 GB 4789. 302010 H 5. 1 JEATRE & ] 4 4 B
10.2  ZAEEIR DNA B H &>
10.2.1 EEEEIR DNA §9H &
XF T 100 1 FRAT A R SR T AR J7 v il # B AR DNA
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@) HARBOGZIEHI 1 mL nE] 1.5 mL TR EGE .7 000 g B0 2 min, R FF EIEHB

b) A 80 pL DNA #2015 J5 8 /K% 10 min, &K E 10 min;

¢ 7000g B0 2 min, FIE RN DNAGHCE W RCE —20 Calf4r 6 S H %M.

2) SRJALATR Jr ik ot w8 T3 B0 A2 40 M 00 2 2 S0 4 TR R L AMID A4 0 4510 6 2 TR U5 W 45 A

3)  RJUT IR Iy vk AL HT T S AL AY B b A B9 DNA $2 BGSUR £F 12 LU0 B4R BUR) # B4 DNA,
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10.2.2 FREE%EER DNA B &

XFF 1001 70 B B B W] BE T v - P OBL P B IRCRT BE B vk L PR IR 100 20 1h) 25 BRI A5 B A DNA LA
il

10.3 AN SERZBRY 13
10.3.1 RE&F
SR AN A 2R R R LAMP OB R L 1.
R BBRMAMIEEFHSKE LAMP KRG 5

a4 TR W mi% 2 R e
ThermoPol 2 #h i 10X 2.5 1x
AR5 1(F3) 10 pmol/L 0.5 0.2 pmol/L
AhEH 2(B3) 10 pmol/L 0.5 0.2 pmol/L
WE# 1(FIP) 40 pmol/L 1.0 1.6 pmol/L
M E#) 2(BIP) 40 pmol/L 1.0 1.6 pmol/L
dNTPs 10 mmol/L 4 1.6 mmol/L
S b 5 mol/L 4 0.8 mol/L
T BR Bk 150 mmol/L 1 8 mmol/L
Bst DNA B4 8§ U/pL 0.5 0.16 U/pL
DNA H#g — 2.5 —
ZEFK — 7.5 —

10.3.2 mMiEIE

10.3.2. 1 # 1 fraRBeihl siik & .
10.3.2.2 65 CH 4 60 min.,

10.3.3 =R . AEMR . AEXRIZE

T YOI I A B A T R A ko R BH R B

25 A B DA ZK A0 DNA SR .

FHAEXT BE L DNA $2IBOR AR BEAR DNA s a] {0 A% 240 M 3 A= 22 e IR i LAMP el 3t 7] &
A M T B

BRI X6 BT < 0 P 0 L0 2 2 SO TR TR PR E T R A TR SR Rz b 30 T £1 CH5 5% 18 h~
24 h, I AE P KB FEE 29 10° CFU/mL~10° CFU/mL (£ % [ UEE 0. 4) 3 10. 2. 1 #2 BB #i
DNA {2 LAMP i 9 BEHR o] fff FT S A% 40 A 3 A= 2= 7 5 E A LAMP A5 I3k 70 60 o Ay BH M R

10.4 HRUR

fE B3R B A 2 pL B AR RARIR S IR AE IR A 5T M.

AU T LAMP 32800 & % FH RO 48 B BN iR G — WM  DNA 3738 275 ] A a5 JF 5
4
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T2 RS BECR B X 1S S 7 8 90 S Sy 6 5 o B P X TR 7 8 WA S 2 2 L B 2 AR T

Q) TR il B A TR S L R i 45 2R DA B 20 6 G A 2 U e R 0 7 B X R R A
3 R AT B Al K E— P4 GB 4789. 302010 HER — 35 AR AL BRIEAT B A A0S AR 5

b) TSR iy S5 L A R A e € U T 45 A 200 G A 2 O e R A R 2 AR D B

A5 E R ZR A AN DU AR YRS 245 R TG A 7 B 48 ) 2 AR D7 0k EE R A I
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M xR A
(B BB 3R
BiZMMIE A IRE vir REEF 7

A1 BiZREE 4 S HT4E KT vir R Z E K %1 (accession no. DQ449868. 1)

1 tttttettga accaagaagce tacaagactt caccaatcca tacgtgtaca cagaaaageg

61 ctgattgett ttttacttta tcatgcaagt gegaacgteg gtcaattgea aagagactta

121 aaactagcect gtgccaaage atttttacat tataaaacca aaacggctaa ttatatatta

181 atcgaacaag atgacttgcec tatccacgtt caaaaaggtt tactccactt aaaagacgaa

241 ccagaaaaat taaat

e MR PR T IR X B

A.2 ARSI E K

vir R-F3(5”-3") : GTCTTTTAAGTGGAGTAAACCTT
vir R-B3(5’-3") : ACAAGACTTCACCAATCCA

F1C F2
vir R-FIP(5”-3” ) : CCTGTGCCAAAGCATTTTTACATTTTTTAGGCAAGTCATCTTGTTCG
B1C B2

vir R-BIP (5’ -3") : TAAGTCTCTTTGCAATTGACCGACTTTTACGTGTACACAGAAAAGCG
. TTTT R#EZITFH.,
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Mt & B
OB M B 33
BiZMpaE 4 T KE LAMP K7 &

B.1 RFEAHMK

B & (20 T/ kit BAS SBAR ZARFR N 25 pL) 45 LLF s
——DNA $2& B 5

— SV 5

Bst [if#;

— WA

— R

— A XS

X IR

B.2 i%BA

B. 2.1 a0 G A A% R 8 A 7 0 Rl Al S R L
B. 2.2 U0 & PN Y BRI X RS R R B AT T S S T TR S T A A R S ] L S OB R
R g R .
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