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Abstract: In order to detect the Listeria monocytogenes in dairy products and clinical diarrhea

rapidly,the outer primer F3 and B3,inter primer FIP and BIP were chosen as the loop-mediated

isothermal amplification (LMAP) specific primers. Then a portable thermostat fluorescence detector

was used as the detection platform,while the sensitivity and detection limit on genomic DNA were

also determined with a standard strain of Lis. monocytegenes ; Artificially contaminated 15 dairy

products and 20 clinical diarrhea were served to measuring the applicability of this assay,and a
Chinese national standard method (GB4789.30-2010) was used at the same time. The results showed
that the sensitivity and detection limit respectively reached to 10*° CFU/mL and 10° CFU/mL,while
the probabilities of false positive were 0,0.03 and 0, the positive detection rate were 100% ,99% and
92% . The results were essentially in agreement with the culture method of GB4789.30-2010,

indicating that this real time fluorescence isothermal amplification assay is suitable for the rapid

detection of Lis. monocytegenes in dairy products and clinical diarrhea.

Keywords: real time fluorescence
monocytegenes
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Table 1 Sequence of LAMP primers for amplification

S50 F3 ACAAGACTTCACCAATCCA
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Fig. 1 Identification of Lis. monocytogenes in the

experimental samples by PCR analyses
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Fig. 2 Sensitivity and detection limit on genomic DNA of
Lis. monocytogenes in pure cultures by real time

fluorescence isothermal amplification
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Table 2 Amplification peak of Lis. monocytogenes in pure cultures by real time fluorescence isothermal amplification

10 + (27:30) + (28:30) +(26:30) + (22:00) + (24:00) -
+ (27:30) + (28:00) + (31:30) - - + (27:00)
- + (27:30) + (27:00) +(32:00) + (29:00) + (22:00) + (21:00)
+(24:30) +(25:00) + (26:30) + (31:30) + (21:00) +(22:30)
- + (25:00) + (14:00) + (24:30) + (24:30) + (20:30) + (19:30)
+ (19:30) + (26:00) +(22:30) + (25:00) + (19:30) + (19:30)
- + (17:30) + (18:00) + (20:00) + (22:00) + (18:00) + (17:30)
+ (18:30) + (17:00) +(20:30) + (19:30) + (16:30) + (18:30)
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Table 3 Amplification peak of Lis. monocytogenes in dairy products by real time fluorescence isothermal amplification

Lis. monocytogenes in dairy products by real time

fluorescence isothermal amplification

+ (28:00)
S + (38:30) - = . - -
+ (41:30) - - - .
+ (28:00) +(30:30) + (30:00) + (31:30) + (21:30) + (21:30)
102 + (32:00) + (31:00) - +(21:30) + (31:00) + (30:00)
+(36:30) + (20:00) - +(33:00) + (30:00)
+ (22:00) + (19:00) + (27:00) + (30:00) + (17:30) + (18:00)
10° + (21:30) +(30:30) + (31:30) + (31:30) + (17:00) + (18:30)
+ (24:30) +(23:30) + (29:00) + (31:30) + (17:00) + (19:30)
+(23:00) +(23:00) + (20:00) +(29:30) +(26:30) + (20:30)
10* + (25:30) +(25:30) + (30:00) + (31:00) + (19:00) + (17:30)
+(22:30) +(28:00) + (24:00) + (28:00) + (27:00) +(25:30)

24 EEHMENER
P I TR S 6 45 SR T R i S I ¢ O v R T R

P AU T R B 10°~10* CFU/mL, FJ DNA #2
OB 2 H 1.6.2 BT & 45 F A% 14 TR /& DNA 1E b 455 A

8 7 7 R TR R R 4 DNA A9 ARG FR > 10° CFU/mL,
IR I A R 47 1 Y5 A AR ARG I s 4 95 e R TS R =

BEAT SIS, 6k 12 7 3 %o i PR IR V5 R AR B3 2
R R DRSS I 1) T P A4 5 B BIL 32— 2 S 56 25 2R A
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Fig. 4 Sensitivity and detection limit on genomic DNA of

Lis. monocytogenes in clinical diarrhea by real time

fluorescence isothermal amplification
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Table 4 Amplification peak of Lis. monocytogenes in dairy products by real time fluorescence isothermal amplification

B PEREAS - - - -
+(24:30) + (34:00) + (21:00) + (21:00) + (20:00) +(22:30)
+(30:30) + (21:30) +(23:30) + (24:00) +(22:30) + (21:30)
- - + (21:00) + (22:20) +(25:30) + (23:00)
+(29:30) + (24:30) + (19:30) +19:00) + (24:30) + (24:30)
+ (24:30) + (36:00) + (25:30) + (25:30) + (25:00) + (24:30)
+(29:30) + (33:30) + (24:00) + (25:00) + (25:00) + (25:00)
s + (22:00) + (39:00) + (27:00) + (25:00) + (30:30) + (24:00)
1010 + (21:30) + (20:30) + (20:30) +(27:30) + (24:30)
+(29:30) + (24:00) + (19:00) +(23:30) +(20:30)
+(29:30) + (18:30) + (19:00) +(23:00) +(20:30)
+(35:30) + (20:30) + (20:00) + (20:00) +(20:30)
+(32:30) + (21:00) + (21:00) + (19:30) +(20:30)
+(32:30) + (29:00) + (20:00) + (20:00) + (20:00) + (21:00)
+ (31:30) + (36:00) + (28:30) + (26:30) + (19:30) + (19:00)
+ (28:30) + (33:30) + (19:30) + (11:30) + (19:30) + (20:00)
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