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Methods of Test for Food Microorganisms— Test of Lactic Acid Bacteria -

Bifidobacterium longum
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TpER L frdak i E ¢ Applied Biosystems 7500 Real-Time PCR
System > & & & o
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2.3. &
231 DNA#Z* % %X B mFDNANE2ZD &3 &
2.3.2. Real-time PCR * 2
2321 #Fu[BHY IR IFL
Bifidobacterium longum (1% =74 #]: 16S rDNA)
51+ F ! BloF, 5'-GTGGCTTCGACGGGTAG-3
513 R : BloR, 5-CAACGGGTAAACTCACTCT-3'
#¥ - P : BloP, 5'-(FAM)-ATTGCACAATGGGCGCAAG-
(TAMRA)-3'

Real-time PCR 3 g 2 # ~ -|- 202 bp

L2 A5 2 EE S ITHE AR AT KRS R Yk
oo A EBER20C Y > VIFEFZHELTT o £4 5
*# F %  6-carboxy-fluorescein (FAM) & 3z » 3’ =3 & *
6-carboxy-tetramethyl-rhodamin (TAMRA) &3z

2.3.2.2. TagMan® Fast Reagents Starter Kit (i * * Applied
Biosystems 7500 Real-Time PCR System)
kAP 7 oreal-time PCR #r 3 2 § P4+ 3 = At ~ R &
BRE o R PR ASIT R 42 IR A DNA

2.33. ¥t * 4§ @ Bifidobacterium longum 1% % FHx & 2 DNA -

24. $E z ﬁifgi(zﬂ)

24.1. HcE s g (Micropipette) : 10 uL ~ 20 pL ~ 100 pL ~ 200 uL # 1000
ML -

2.4.2. =g « Ff (Pipette tip) : ¥ = #]°10 uL~20 uL~200 uL 2 1000 pL -

243. g 1200uL ~600pL ~15mL 2 2mL -

2.4.4. Real-timePCR * ¢ : 100 pL -

2.45. Real-time PCR * 4 * £ 96 i F & 3b > i * *% Applied
Biosystems 7500 Real-Time PCR System -

2.4.6. 3P sy 0 50 mL ~ 100 mL ~ 250 mL ~ 500 mL ~ 1000 mL
% 2000 mL -

32 ARy Br 5% & DNase i5 4 o

2.5. Real-time PCR ;3% *% 2 e d]
Applied Biosystems 7500 Real-Time PCR System #- %) & 5% *
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SUM 313 F o 1.0 yL
S5UM 313 R 1.0 uL
S3HUMEEEEP e 1.0 uL
TagMan® Fast Reagents Starter Kit............ 10.0 pL
# 8 DNA % % (50 ng/pl) o 50puL
EFZ BT K 2.0 uL
BHA 20.0 pL

1 4 : Real-time PCR 3 % ik & >t rkip @ Aot o

2.6. %8 DNAZ Rz 4%
26.1. ~3Ftkz DNAZ R AR
26.1.1. E R A

- RAERZARABRCE>FF AR I LImL 2 ®
e F]15 er.“-}ﬁ\—'\-*?ﬂ P BRFREES > XA 10 2480 B
D g o B4 4ris 0 15000 x g Hes 3 4 4d 0 BB bR
IF - 2 RELE mLagEsd o LA DNA Rk o B3
20°C 4 g e

2.6.1.2. 32 DNA ;2
B E A e DNARB2Z S 828 ke
Pe (TP % F4h B DNA - 44 B~2 DNA i e f 1 © @ F
2 L5 mL s+ 175 48 DNA Rz - 2020004 o %
¥ °

2.6.2. DNA kR P| T3 ¥R %7
P-if £ 2 e DNA Rk > g 72 35 REGE B iz A
& wlp) 260 nm 2 280 nm z_ vk 7 (0.D.) - 2k & 260 nm
% g%k 50 ng/uL % #3385 T L 48 DNA Rk & - DNA
/% R AR R O.D.zGO/O.D.zgo AN (FLX'] T, HL tEl"_},iT?_; i3 1.7~
2.0 -

2.7, #ul k™
2.7.1. Real-time PCR # 1% 3#
MR FE T K F AR e DNA R 3l 2 HEEE o B
¢ R F2- 15mL e g o ik 2.5 8 fe @ real-time PCR /3 /% »
& B e~ TaqMan® Fast Reagents Starter Kit~ ff-f# i 2 51+ % 4%
- R EI3 1 & 15 UL »~ real-time PCR & &4 cnk i3t

3



2.7.2.

2.17.3.

~FAHT - 10246 A 6 H
TFDAMO0007.00

¢ 5 % ul4e » th 88 DNA 3% 5 L - £ #-real-time PCR » ¥
Bovgposd > 12 200 x g BERY AL o # ~ real-time PCR 7 &
BoRTIEEEEF oY UTI R RE L F RHRE -

ki BE P R
1. &4 95°C 20 sec
2. B 95°C 3 sec
3. Ak~ B 63°C 25 sec

HH2IHMI KT A5 BERF R -

Real-time PCR # £ 4 17

& %8 DNA % real-time PCR F J& & » ® 4%4%_real-time PCR ¥ J&
B2 FERBREATAS X RRIEY R T LR R
oo PPRETREIFERE EF RERE

FEwo

k12 DNA z_ real-time PCR 3 15 & 4 & £~ {7 B2 I & R4t PR
PFRATRIEFANT M 0 F 1M DNA 20 F R¥HR e
real-time PCR ¥ £ » 47 B35 G d R 4974 4 2 ¥ KR tg
A TrELi real-time PCR # vy 2 4 5 Bifidobacterium longum
2 AFRE > VALK Y £ 3 Bifidobacterium longum -

* real-time PCR z_{+ & J& 1% i+ 2+ Applied Biosystems 7500 2k
T2 oy B Al P G F RiEE o



