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MEERTEREORE I EZ XD 720, DNA O AZAR L, #ERENSEREY 714 A 5 PCRIEIC
K VIRFBE T ZRE T2 2 EDREDE 9 DMRRE L7z, FEERRIZ Campylobacter jejuni % &) U 7= 6K
735 100°C10 43 DB LI L W DNA Z2H#iH L7z, 2z PCR O$FRC Lz & Z A 32 BIOTAQ HS
DNA Mg EYE 2 4 5583 & LT Ampdirect plus ZH\ 5 Z & T, B FOBRHEBA[RETH > 7=,
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R G T O A HETE D 2 L b REMED ST
FRTHDLEEZEZDND, —XKANCFEMEFITIIDNA &
REMETOIWENKEICEENDT2D, Z il
2 72 0O 5 B 1L DNA Ol < k5522 QTAamp DNA Stool
Mini Kit (7 4#2) ZHNTW5, L LZDF v b
IFHEDOFENS T T LI LD E TN HDED A
TYTNBHY | SRR ERIRFIAEET 5 & b EHE
Th b,

—J7., Ampdirect plus (FHHBUERT) <0 MightyAmp for
Real Time (X W I NA )10 E7 N— RPN TH
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HAFRIEDDEREY T4 A L PCRIEIC X 0 i FE
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Stool Mini Kit (747 ) ZHWTHRLL, Hhi
DNA & 4572,
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Time PCR System ZfEH L. £ X —h L —&—
HBICEVHE LT, T4 ~—I% Campylobacter
Jejuni OFERIIK - gyrA® (5 TGGGTGCTGTTATAGGTC

GT 3 DEMHLE Y, £ 1 ICKISROMAE
KOOGS ERT, 1 DOFEBREMHFIZONTE
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0. K2R LT 6 fH A~F) OEREZITR o7,
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DNA KB4 T 72 > 7= fliH DNA & | E%35(Z SYBR Premix
EX Taq Z V72 & A Ct EDIF41E 25. 03 72 - 72 (5
B A), RN, FEHLDNA 7> 5 DNA FEHL 248 -
I DNA ICEFE L7z & 2 A, CtED )X 35. 61 (2K
EHINL (GEBrE 5 B), Lo, BisTHEiEHE
WE A B2, Z 212 Ampdirect plus 1% 72
LAY TN ERET D 2 LR o7 (5
B C)o

—J7 I DNA 12%F U [#3E % Mighty Amp for Real
Time |ZZEH L= & 2 A CtiED 1% 23. 56 72~ 7~ (5
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Ct fIEDIH4)1% 25. 96 (AN L 7= (326K 5 E) . HikhH
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ai%ﬁ1kﬁbmﬁﬁ¥ﬁwﬁMLto:Mi P
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ARERENL O YE L LT, AFEBRTIIR YT 4 7 2
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LN, WRBETORESE LTI OERZ ST
O L DETT D MEITH D,

RS T O O IEREM: 2 48079 2 1213, Tm fiEL
£ 2l D EEHME Y Tag Man Probe {2?6192?)3%9: L
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SYBR Green Real-Time PCR for detecting Campylobacter jejuni without DNA purification

Yutaro HANABARA, Yutaka UEDA, Yasuko ASANO, Masami IDA

Abstract

Laboratory inspection for a food poisoning caused by bacteria is commonly a very time-consuming process because of

using bacterial culture. In order to improve this problem, various methods for the detection of bacterial virulence genes have

been developing in recent years. To detect the bacterial virulence gene as rapidly as possible, we examined the real-time PCR

method without DNA purification. In this study, we prepared the mixture of the bacterial culture (Campylobacter jejuni) and

a healthy human stool. The templates of DNA were extracted by the thermal treatment at 100°C for 10min. In our real-time
PCR method, the templates were reacted with Ampdirect plus as a reagent to neutralize PCR inhibitors and BIOTAQ HS as

the most suitable enzyme. It is the best combination for the determination of C.jejuni. Therefore, if we can get human stool in

foodborne outbreak, our real-time PCR method could be the useful tool to detect bacterial virulence gene.



K DOSHERARRL & BOGSAF:

FBRE FOG#E & (ul) IS s i (°C) 153 5i] A 7R
SYBR Premix EX Taq 10 Holding 95 30 ¥ 1
PCR Forward Primer(10 uM) 0.4 95 58
PCR Reverse Primer(10 pM) 0.4 Cycling 55 30 ¥ 40
ROX Reference Dye 11 0.4 72 30 ¥
A dH20 (7 K) 6.8 95 15 7
Gl 18 60 15y
T 7 L—h 2 Melt Curve 95 15 % 1
N 20 60 15 7
SYBR Premix EX Taq 10 Holding 95 30 1
PCR Forward Primer(10 pM) 0.4 95 5%
PCR Reverse Primer(10 pM) 0.4 Cycling 55 30 ¥ 40
ROX Reference Dye 11 0.4 72 30 ¥
B dH20(JX 7K B 7K) 6.8 95 15 %
Gl 18 60 15y
F T L— | 2 Melt Curve 95 158 1
TRaE 20 60 15 7
SYBR Premix EX Taq 10 Holding 95 30 1
PCR Forward Primer(10 pM) 0.6 95 5%
PCR Reverse Primer(10 pM) 0.6 Cycling 55 30 ¥ 40
ROX Reference Dye II 0.4 72 30 ¥
¢ Amp direct 6.4 95 15 %
Gl 18 60 15y
T r—h 2 Melt Curve 95 15 % :
TRaE 20 60 15 7
MightyAmp for Real Time 10 Holding 98 2453 1
PCR Forward Primer(10 pM) 0.4 98 10 #
PCR Reverse Primer(10 pM) 0.4 Cycling 60 15 % 40
ROX Reference Dye II 0.4 68 1757
P dH20(JKFE 75 B 7K) 6.8 95 15 %
ot 18 60 15y
Melt Curve 1
Tv7L—h 2 95 15§
P 20 60 15 %




FhRE S e & () NS SLE 1 (C) fi i T A7
MightyAmp for Real Time 10 Holding 98 24y 1
PCR Forward Primer(10 pM) 0.6 98 10 #
PCR Reverse Primer(10 pM) 0.6 Cycling 60 15 % 40
E ROX Reference Dye 11 0.4 68 143
Amp direct 6.4 95 15 #
aat 18 60 143
Melt Curve 1
T 7 L—h 2 95 15
BEE 20 60 15 %
Amp direct 25 Holding 95 10 53 1
BIOTAQ HS (5U/ul) 0.5 94 30 F
PCR Forward Primer(10 pM) 1.5 Cycling 55 30 # 45
PCR Reverse Primer(10 pM) 1.5 72 145
F 125%SYBRGreen I 1 95 15 %
dH20 (PR 75 B 7K) 19.5 60 143
ARt 18 Melt Curve 95 15 % 1
T L— b 2 72 753
aEt 20
eIV TR S
KR DNA o A 4 SRR fi% 4 Ct 14
A O — SYBR Premix EX Taq 25.03
B — — SYBR Premix EX Taq 35.61
C — O SYBR Premix EX Taq UD
D — — MightyAmp for Real Time 23.56
E — O MightyAmp for Real Time 25.96
F — O BIOTAQ HS 19.21

XeHRNEAEEIL Ampdirect plus Z 59
XUD (3R A~ FTHE






